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Certificate of Mailing by Express Mail 
Other items or information: 
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SEE 37 CFR 



INTERNATIONAL APPLICATION NO. 

PCT/USOO/23482 



ATTORNEY'SDOCKET NUMBER 

284.00010101 



24. The following fees are submitted:. 

BASIC NATIONAL FEE ( 37 CFR 1.492 (a) (1) - (5)) : 

□ Neither international preliminary examination fee (37 CFR 1.482) nor 



□ 



international search fee (37 CFR 1.445(a)(2)) paid to USPTO 
and International Search Report not prepared by the EPO or JPO 

International preliminary examination fee (37 CFR 1.482) not paid to 
USPTO but International Search Report prepared by the EPO or JPO 

International preliminary examination fee (37 CFR 1.482) not paid to USPTO 
but international search fee (37 CFR 1.445(a)(2)) paid to USPTO 

International preliminary examination fee (37 CFR 1.482) paid to USPTO 
but all claims did not satisfy provisions of PCT Article 33(1 )-(4) 



□ 



International preliminary examination fee (37 CFR 1.482) paid to USPTO 
and all claims satisfied provisions of PCT Article 33(1 )-(4) 



$1040.00 
$890.00 
$740.00 
$710.00 
$100.00 



ENTER APPROPRIATE BASIC FEE AMOUNT = 



CALCULATIONS PTO USE ONLY 



$710.00 



Surcharge of $130.00 for furnishing the oath or declaration later than 
months from the earliest claimed priority date (37 CFR 1.492 (e)). 



□ 20 



□ 30 



$0.00 



CLAIMS 



NUMBER FILED 



NUMBER EXTRA 



RATE 



Total claims 



45 



20 = 



25 



$18.00 



$450.00 



Independent claims 



17 



- 3 = 



14 



$84.00 



$1,176.00 



Multiple Dependent Claims (check if applicable). 



n 



$0.00 



TOTAL OF ABOVE CALCULATIONS = 



$2,336.00 



g) Applicant claims small entity status. See 37 CFR 1.27). The fees indicated above are 
reduced by 1/2. 



$1,168.00 



SUBTOTAL = 



$1,168.00 



Processing fee of $130.00 for furnishing the English translation later than □ 20 □ 30 
months from the earliest claimed priority date (37 CFR 1 .492 (f)). 



$0.00 



TOTAL NATIONAL FEE = 



$1,168.00 



Fee for recording the enclosed assignment (37 CFR 1.21(h)). The assignment must be 
accompanied by an appropriate cover sheet (37 CFR 3.28, 3.31) (check if applicable). 



□ 



$0.00 



TOTAL FEES ENCLOSED = 



$1,168.00 



Amount to be: 
refunded 



charged 



a. 
b. 



d. 



A check in the amount of 



$1,168.00 



□ 

m 
□ 



Please charge my Deposit Account No. 



to cover the above fees is enclosed, 
in the amount of 



to cover the above fees. 



A duplicate copy of this sheet is enclosed. 

The Commissioner is hereby authorized to charge any additional fees which may be required, or credit any overpayment 
to Deposit Account No. 13-4895 A duplicate copy of this sheet is enclosed. 

Fees are to be charged to a credit card. WARNING: Information on this form may become public. Credit card 
information should not be included on this form. Provide credit card information and authorization on PTO-2038. 



NOTE: Where an appropriate time limit under 37 CFR 1.494 or 1.495 has not been met, a petition to revive (37 CFR 
1.137(a) or (b)) must be filed and granted to restore the application to pending status. 

SEND ALL CORRESPONDENCE TO: 



Ann M. Mueting 

Mueting, Raasch & Gebhardt, P.A. 
P.O. Box 581415 

Minneapolis, Minnesota 55458-1415 
United States of America 




SIGNATURE 
Ann M. Mueting 



NAME 
33,977 



REGISTRATION NUMBER 
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Attorney Docket No. 25210-011 NATL 



IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



APPLICANTS: 



Skubitz, et al. 



Serial Number: 



10/069,605 



EXAMINER: Not yet assigned 



For: 



Filing Date: 



February 26, 2002 CONF No. : 3442 

PEPTIDES CAPABLE OF MODULATING THE FUNCTIONS OF CD66 
(CEACAM) FAMILY MEMBERS 



August 2, 2002 
Boston, Massachusetts 



BOX PCT 

Commissioner for Patents ~ 

United States Patent and Trademark Office 

Washington, D.C. 2023 1 

PRELIMINARY AMENDMENT AND RESPONSE TO 
NOTICE OF MISSING REQUIREMENTS UNDER 35 U.S.C. 371 
IN THE UNITED STATES DESIGNATED/ELECTED OFFICE (DO/EO/US) 

Please amend the above-identified application as follows: 

In the Specification : 

Insert the enclosed Sequence Listing at the end of the specification. 



In response to the June 4, 2002 Notification of Missing Requirements, Applicants submit 
herewith a Computer Readable Form (CRF) copy of the "Sequence Listing," a paper copy of the 
"Sequence Listing," and a statement that the content of the paper and computer readable copies 
are the same and include no new matter, in compliance with 37 C.F.R. §§ 1.821-1.825. The 
specification has been amended to insert the sequence listing. No new matter has been added. 



REMARKS 
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Applicants: Skubitz, et al. 
U.S.S.N. 10/023,601 

The response is due on or before August 4, 2002. Applicants believe that no further fee 
is required for filing in the present submission. However, the Commissioner is hereby 
authorized to charge any additional fees that may be due, or credit any overpayment of same, to 
Deposit Account No. 50-031 1, Attorney Reference No. 25210-01 1 NATL. Should any 
questions or issues arise conceming this application, the Examiner is encouraged to contact the 



undersigned at (212) 692-6785. 



Respectfully submitted. 




Iv6r R. Elrifi, Rb^No, 3SC529 
Flora W. Feng, Reg. No .^P-5 1,673 
Attorneys for Applicants 



c/o MINTZ, LEVIN 
One Financial Center 



Boston, Massachusetts 021 1 1 



Tel: (617)542-6000 
Fax: (617)542-2241 



Dated: August 2, 2002 



NYC 241959vl 
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PATENT 
Docket No. 284.0001 0101 



IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



Applicant(s): 



Keith N. Skubitz et al. 



Group Art Unit: Unknown 



Serial No.: 



Unassigned 



Examiner: 



Unknown 



Filed: 



Herewith 



For: 



PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 
(CEACAM) FAMILY MEMBERS 



PRELIMINARY AMENDMENT 



Assistant Commissioner for Patents 
Attn: Box PCT 
Washington, D.C. 20231 

Dear Sir: 

Prior to taking up the above-identified application for examination, please amend the 
appHcation as follows: 



Please replace the paragraph beginning at page 1, line 7, with the following rewritten 
paragraph. Per 37 C.F.R. §1.121, this paragraph is also shown in Appendix A with notations 
to indicate the changes made. 



This application claims the benefit of United States Provisional Patent Application 
Serial Numbers 60/150,791 (filed 26 August 1999), 60/152,501 (filed 2 September 1999), 
and International Application No. PCT/USOO/23482 (filed 26 August 2000) which are 
incorporated herein by reference. 



In the Specification 



Cross-Referenced to Related Applications 
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Preliminary Amendment Page 2 

Applicant(s): Keith N. Skubitz et al. 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS 

In the Claims 

Please amend claim 4. The amended claim is provided below in clean 
form. Per 37 C.F.R. §1.121, amended claim is also shown in Appendix A with notations to 
indicate changes made (for convenience, all pending claims, are provided in Appendix A). 

4. (Amended) An isolated peptide from a surface exposed region of a CD66 family 
member 

which is capable of modulating at least one of the following: 
activation of neutrophils; 

activation or inhibition of T-cells, B-cells, NK cells, LAK cells, dendritic cells, or 
other immune system cells; 

proliferation and/or differentiation of T-cells, B-cells, NK cells, LAK cells, dendritic 

cells, or other immune system cells; 

proliferation and/or differentiation of epithelial cells; 

homotypic and/or heterotypic adhesion among CD66 family members; and 

adhesion of CD66 family members to other ligands. 
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Preliminary Amendment Page 3 

Applicant(s): Keith N. Skubilz et al. 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS 

Remarks 

The amendment made on page 1, line 7, were made in order to complete the priority 
information for the above-identified application. 

The amendment made to claim 4 is supported in the specification at page 33, lines 30- 

31. 

Conclusion 

The Examiner is invited to contact AppHcant's Representatives at the below-listed 
telephone number, if there are any questions regarding this Preliminary Amendment or if 
prosecution of this application may be assisted thereby. 



Respectfully submitted for 
Keith N. Skubitz et aL 

By 

Mueting, Raasch & Gebhardt, P.A. 
P.O. Box 581415 
Minneapolis, MN 55458-1415 
Telephone (612)305-1220 
Facsimile (612)305-1228 
Customer Number 26813 



February 26, 2002 By:. 




Date Ann M. Mueting 

Reg. No. 33,977 




Direct Dial (612) 305-1217 
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APPENDIX A - SPECIFICATION/CLAIM AMENDMENTS 
INCLUDING NOTATIONS TO INDICATE CHANGES MADE 
Serial No.: Unassigned 
Docket No.: 284.00010101 



Amendments to the following are indicated by underlining what has been 
added and bracketing what has been deleted. Additionally, all amendments have been 
shaded. 



In the Specification 

The paragraph beginning at page 1, line 7, has been amended as follows: 

Cross-Referenced to Related Applications 

This application claims the benefit of United States Provisional Patent AppHcation 
Serial Numbers 60/150,791 (filed 26 August 1999), 60/152,501 (filed 2 September 1999), 
and International Application No. PCT/USOO/23482 (filed 26 Au^st 2000) which are 
incorporated herein by reference. 



In the Claims 

For convenience, all pending claims are shown below. 

1. An isolated peptide comprising an amino acid sequence represented by SEQ ID 
NOs: 1-100, 119, 143, 157, 161, 178, 187, or analogs thereof that modulate the function of at 
least one CD66 family member and/or at least one ligand thereof. 

2. The peptide of claim 1 represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 
or 187. 

3. The peptide of claim 2 represented by SEQ ID NOs:l, 2, 3, 4, 7-15, 17, 22, 32, 33, 35, 
37, 39,41,47, 53, or 54. 

4. (Amended) An isolated peptide froni a surface exposed region of a CD66 family 
member [Tlie peptide of claim 1] which is capable of modulating at least one of the 
following: 

activation of neutrophils; 

activation or inhibition of T-cells, B-cells, NK cells, LAK cells, dendritic 
cells, or other immune system cells; 
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Preliminary Amendment - APPENDIX A Page 2 of 7 

Applicant(s): Keith N. Skubitz et al. 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS 



proliferation and/or differentiation of T-cells, B-cells, NK cells, LAK cells, 
dendritic cells, or other immune system cells; 

proliferation and/or differentiation of epithelial cells; 

homotypic and/or heterotypic adhesion among CD66 family members; and 

adhesion of CD66 family members to other ligands. 



5. The peptide of claim 1 which is complexed with a carrier molecule or structure to 
form a peptide conjugate. 

6. The peptide of claim 5 wherein the carrier molecule or structure is selected from the 
group of microbeads, liposomes, biological carrier molecules, synthetic polymers, 
biomaterials, and cells. 

7. The peptide of claim 6 wherein the peptide conjugate binds to cells expressing a 
CD66 protein or a CD66 ligand. 

8. The peptide of claim 5 wherein the peptide conjugate includes a label. 

9. The peptide of claim 1 which is attached to a label. 

10. The peptide of claim 9 wherein the label is selected from the group consisting of a 
fluorescent tag, a radioactive tag, a magnetic resonance tag, an enzymatic tag, and 
combinations thereof. 

11. A method of activating a neutrophil comprising contacting the neutrophil with at least 
one peptide or peptide conjugate comprising an amino acid sequence represented by 
SEQ ID NOs:l, 2, 3, 4, 17, 41, or analogs thereof. 



2 
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Preliminary Amendment - APPENDIX A Page 3 of 7 

Applicanl(s): Keith N. Skubitz et aL 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS 

12. The method of claim 1 1 wherein the peptide is represented by SEQ ID NOs: 1, 2, 3, 4, 
17, or 41. 

13. The method of claim 1 1 which is carried out in vitro. 

14. The method of claim 1 1 which is carried out in vivo. 

15. A method of blocking the activation of a neutrophil induced by the method of claim 
1 1, the method comprising contacting the neutrophil when in the presence of at least 
one of the peptides listed in claim 1 1 with at least one peptide or peptide conjugate 
comprising an amino acid sequence represented by SEQ ID NOs: 18-21, 28-31, 39, 
40, 55-59, 68-7 1 , 84, or analogs thereof. 

16. The method of claim 1 5 wherein the peptide is represented by SEQ ID NOs: 18-2 1 , 
28-31, 39, 40, 55-59, 68-71, or 84. 

17. The method of claim 15 which is carried out in vitro. 

18. The method of claim 15 which is carried out in vivo. 

19. A method of modulating the homotypic and/or heterotypic adhesion of CD66 family 
members or adhesion of a CD66 protein to a CD66 ligand; the method comprising 
contacting CD66 family members and/or their ligands with at least one peptide or 
peptide conjugate comprising an amino acid sequence represented by SEQ ID NOs:7- 
15, 17, 22, 32, 33, 35, 37, 39, 47, 53, 54, or analogs thereof. 

20. The method of claim 19 wherein the peptide is represented by SEQ ID NOs:7-15, 17, 
22, 32, 33, 35, 37, 39, 47, 53, or 54. 
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Preliminary Amendment - APPENDIX A Page 4 of 7 

Applicant(s): Keith N. Skubitz et al. 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS , - 



21. The method of claim 19 which is carried out in vitro, 

22. The method of claim 19 which is carried out in vivo, 

23. A method of altering the modulation of the homotypic and/or heterotypic adhesion of 
CD66 family members or adhesion between a CD66 protein and a CD66 ligand 
induced by the method of claim 19, the method comprising contacting CD66 family 
members and/or their ligands when in the presence of at least one of the peptides 
listed in claim 19 with at least one peptide or peptide conjugate comprising an amino 
acid sequence represented by SEQ ID NOs:2, 5, 6, 9, 1 1, 16, 19, 23-28, 30, 32, 34-38, 
40, 42, 43-47, 49-52, 55, 57, 60-67, 69, 72-100, or analogs thereof. 

24. The method of claim 23 wherein the peptide is represented by SEQ ID NOs:2, 5, 6, 9, 
11, 16, 19, 23-28, 30, 32, 34-38, 40, 42, 43-47, 49-52, 55, 57, 60-67, 69, or 72-100. 

25. The method of claim 23 which is carried out in vitro. 

26. The method of claim 23 which is carried out in vivo. 

27. A method of modulating immune cell activation, proliferation, and/or differentiation; 
the method comprising contacting an immune cell with at least one peptide or peptide 
conjugate comprising an amino acid sequence represented by SEQ ID NOs:14, 53, or 
analogs thereof. 

28. The method of claim 27 wherein the peptide is represented by SEQ ID NOs: 14 or 53. 

29. The method of claim 27 wherein the immune cell is selected from the group of a T- 
cell, a B-cell, a LAK cell, an NK cell, a dendritic cell, and combinations thereof. 
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Preliminary Amendment - APPENDIX A Page 5 of 7 

Applicant(s): Keith N. Skubitz et al. 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS , „ 

30. The method of claim 27 which is carried out in vitro. 
3 L The method of claim 27 which is carried out in vivo. 

32. A method of modulating at least one of the following functions of CD66 family 
members and/or ligands thereof in cells: activation of neutrophils; activation or 
inhibition of T-cells, B-cells, NK cells, LAK cells, dendritic cells, or other immune 
system cells; proliferation and/or differentiation of T-cells, B-cells, LAK cells, NK 
cells, dendritic cells, or other immune system cells; proliferation and/or 
differentiation of epithelial cells; homotypic and/or heterotypic adhesion among 
CD66 family members; and adhesion of CD66 family members to other ligands; the 
method comprising contacting cells with at least one peptide or peptide conjugate 
comprising an amino acid sequence represented by SEQ ID NOs: 1-100, 1 19, 143, 
157, 161, 178, 187, or analogs thereof. 

33. A method of delivering a therapeutically active agent to a patient comprising 
administering at least one peptide conjugate comprising a peptide and the 
therapeutically active agent to a patient wherein the peptide comprises an amino acid 
sequence represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 187, or analogs 
thereof. 

34. The method of claim 33 wherein the therapeutically active agent is selected from 
drugs, DNA sequences, RNA sequences, proteins, lipids, and combinations thereof. 

-35. The method of claim 33 wherein the therapeutically active agent is an antibacterial 
agent, antiinflammatory agent, or antineoplastic agent. 

36. A method of modifying the metastasis of malignant cells comprising contacting the 
malignant cells or normal host tissue with at least one peptide or peptide conjugate 



5 



J., o n ti;Hn ^ iiSn «ii s . «::« 2 ei: s o 



Preliminary Amendment - APPENDIX A Page 6 of 7 

Applicant(s): Keith N. Skubitz et al. 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS ^ . 



comprising an amino acid sequence represented by SEQ ID NOs: 1-100, 1 19, 143, 
157, 161, 178, 187, or analogs thereof. 

37. A method of altering bacterial or viral binding to cells or a biomaterial, the method 
comprising contacting the cells or biomaterial with at least one peptide or peptide 
conjugate comprising an amino acid sequence represented by SEQ ID NOs: 1-100, 
1 19, 143, 157, 161, 178, 187, or analogs thereof. 

38. A method of altering cell adhesion to a biomaterial, the method comprising contacting 
the biomaterial with at least one peptide or peptide conjugate comprising an amino 
acid sequence represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 187, or 
analogs thereof. 

39. A method of detecting tumors comprising contacting tumor cells or tumor vasculature 
with at least one peptide or peptide conjugate comprising an amino acid sequence 
represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 187, or analogs thereof. 

40. A method of detecting inflammation comprising contacting inflamed vasculature or 
leukocytes with at least one peptide or peptide conjugate comprising an amino acid 
sequence represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 187, or analogs 
thereof. 

41 . A method of detecting a CD66 protein or a ligand thereof, the method comprising 
contacting tissue comprising a CD66 protein or a ligand thereof with at least one 
peptide or peptide conjugate comprising an amino acid sequence represented by SEQ 
ID NOs: 1-100, 119, 143, 157, 161, 178, 187, or analogs thereof. 

42. A method of altering angiogenesis comprising contacting endothelial cells, tumor 
cells, or immune cells with at least one peptide or peptide conjugate comprising an 
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Preliminary Amendment - APPENDIX A Page 7 of 7 

Applicant(s): Keilh N. Skubitz et al. 
Serial No.: Unassigned 
Filed: Herewith 

For: PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 (CEACAM) FAMILY 
MEMBERS 



amino acid sequence represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 
187, or analogs thereof. 

43. A method of altering an immune response, the method comprising contacting immune 
system cells with at least one peptide or peptide conjugate comprising an amino acid 
sequence represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 187, or analogs 
thereof. 

44. A method of altering keratinocyte proliferation comprising contacting keratinocytes 
with at least one peptide or peptide conjugate comprising an amino acid sequence 
represented by SEQ ID NOs: 1-100, 1 19, 143, 157, 161, 178, 187, or analogs thereof. 

45. An isolated peptide comprising an amino acid sequence represented by SMPFN (SEQ 
ID NO: 101), PQQLF (SEQ ID NO: 102), LPQQL (SEQ ID NO: 103), QQLFG (SEQ 
ID NO: 104), NRQIV (SEQ ID NO: 105), GNRQI (SEQ ID NO: 106), IKSDLVNE 
(SEQ ID NO: 107), AASNPP (SEQ ID NO: 108), NTTYLWWVNG (SEQ ID 

NO: 109), YLWWVNG (SEQ ID NO:l 10), SWLIN (SEQ ID NO: 1 1 1), SWFIN (SEQ 
ID NO: 1 12), AQYSWLIN (SEQ ID NO: 1 1 3), AQYSWFIN (SEQ ID NO: 1 14), 
SWFVN (SEQ ID NO: 1 15), AQYSWFVN (SEQ ID NO: 1 16), NRQU (SEQ ID 
NO: 199), GNRQI (SEQ ID NO:200), or analogs thereof. 
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PEPXroES CAPABLE OF MODULATING THE FUNCTION OF CD66 
(CEACAM) FAMILY MEMBERS 

Cross-Referenced to Related Applications 
This application claims the benefit of United States Provisional Patent 
Application Serial Numbers 60/150,791 (filed 26 August 1999) and 60/152,501 
(filed 2 September 1999), which are incoiporated herein by reference. 



CD66 family members appear to play a role in a wide variety of normal 
and pathological processes, including: cancer, embryonic development, 
bacterial infection, viral infection, inflammation, pregnancy, bile transport, and 
cell adhesion (1-3). CE>66 monoclonal antibodies (mAbs) react with members 
of the carcinoembryonic antigen (CEA) family (4-13). In the CD terminology, 
mAbs belonging to the CD66 cluster are classified according to their reactivity 
with each family member, as indicated by a lower case letter after "CD66" as 
foDows: CD66a, CEACAM-1 or bUiary glycoprotem (BGP); CD66b, 
CEACAM-8 or CGM6; CD66c, CEACAM-6 or NCA; CD66d, CEACAM-3 or 
CGMl; CD66e, CEA; and CD66f, pregnancy specific glycoprotein (PSG) (13, 
14). The CD66 (CEA) gene family belongs to the immunoglobulin (Ig) gene 
superfamily [for review see (1, 2, 1 5). Structurally, each of the human CD66 
family members contains one amino-tenninal (N) domain of 108-1 10 amino 
acid residues, homologous to Ig variable domains, followed by a differing 
number (0-6) of Ig C2-type constant-like domains. The structure of the N- 
domain is therefore predicted to be a stacked pair of beta-sheets with 9 beta- 
strands (16). 

CD66 family members may potentially fimction as adhesion molecules 
(12, 17-30). CD66a, CD66c, and CD66e are capable of homotypic and 
heterotypic adhesion, as shown by use of recombinant CD66a which undergoes 
homotypic adhesion as well as heterotypic adhesion with CD66c and CD66e (1, 
2, 4-12, 17-32). Data also suggest that CD66a plays a signaling role and 
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regulates the adhesion activity of CDl 1/CD18 in human neutrophils (8, 1 1, 25- 
27, 33, 34), CD66a, CD66b, CD66c, and CD66d, but not CD66e, are e^ressed 
in human neutrophils, where they are "activation antigens" in that their siuface 
expression is increased following neutrophil stimulation with various stimuli. 
5 CD66a, CD66b, CD66c, and CD66d mAb binding to the neutrophil surface 
triggers a transient activation signal that regulates the adhesive activity of 
CDl 1/CDl 8, and increases neutrophil adhesion to human umbilical vein 
endothelial cells (HUVECs) (8, 1 1, 25-27, 33, 34). 

CD66a is frequently down regulated in colon, prostate, breast, and 

10 hepatocellular carcinoma, and colorectal adenomas (35-39). Transfection 
studies have provided evidence that CD66a may act as a tumor suppressor in 
models of colon cancer (40) prostate cancer (41, 42) breast cancer (43) and 
bladder cancer (44). CD66a is also important in bacterial infections, since over 
95% of pathogenic N. meningitidis and N. gonorrhea interact with CD66a via 

15 Opa proteins, and the binding site for these Opa proteins has been localized to 
the N-domain of CD66a (45-50). An important property of Opa proteins is the 
stimulation of adhesion and non opsonic phagocytosis of Opa+ bacteria by 
neutrophils (reviewed in 48). CD66a also appears to function as a receptor for 
murine hepatitis virus (51-55). Furthemiore, CD66a may play a role in 

20 angiogenesis since it is selectively expressed on certain endothelial cells (56) 
and CD66a appears to function as a regulator of bile transport in bile canaliculi 
(3, 57, 58). 

The mechanism(s) by which CD66a transmits signals (e.g. activation in 
neutrophils, or growth regulating signals in epithelial cells and carcinomas) are 

25 unclear. However, CD66a is phosphorylated on its cytoplasmic domain, largely 
on tyrosine with a lower level of phosphoserine, in neutrophils and colon cancer 
cells (4, 59-61). While at least eight isoforms of CD66a derived from 
differential splicing have been described (3, 12, 13, 25), only those isoforms 
with a long cytoplasmic tail can be phosphorylated on tyrosine. In addition, 

30 associated protein tyrosine kinase and phosphatase activities may be involved in 
CD66a signaling (59, 62, 63). 
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Summary of the Invention 

The present invention relates to peptides capable of modulating the 
function (e.g., signaling or adhesive activities) of CD66 (CEACAM) family 

5 members and/or their ligands. The sequences of these peptides are set forth in 
Tables I-IX. Active peptides (i.e., those capable of modulating the function of 
at least one CD66 family member and/or at least one ligand thereof) could be 
larger or smaller than the ones described here. While the present peptides 
described are of about 14 amino acids, peptides containing a relatively large 

10 number of amino acid residues, e.g., up to about 100 amino acid residues or 
more, that contain the described peptides, portions thereof, or similar peptides 
may have biological activity as well. Similarly, peptides smaller than those 
shown in Tables I-IX may also have similar biological activity. Similarly, 
peptides vdth amino acid substitutions or other alterations may block the 

15 activities of the described peptides or the parent molecules. Cyclic or otherwise 
modified forms of the peptides would also be expected to have biological 
activity. 

Thus, the present invention provides isolated peptides that include an 
amino acid sequence represented by SEQ ID NOs:l-100 or analogs thereof that 

20 modulate the function of at least one CD66 protein (i.e., CD66 family member) 
and/or at least one ligand thereof. These amino acid sequences can form a part 
of a larger peptide. Additionally, they can be used in various combinations in 
any one peptide. Preferably, the present invention provides isolated peptides 
represented by SEQ ID NOs:l, 2, 3, 4, 7-15, 17, 22, 32, 33, 35, 37, 39, 41, 47, 

25 53, or 54. It is believed that SEQ IDNos:119, 143, 157, 161, 178, and 187 
would have activity if they were solubilized or conjugated in a complex. 

A preferred group of isolated peptides include those having an amino 
acid sequence represented by SMPFN (SEQ ID NO:101), PQQLF (SEQ ID 
NO:102), LPQQL (SEQ ID NO:103), QQLFG (SEQ ID NO:104), NRQIV 

30 (SEQ ID NO:105), GNRQI (SEQ ID NO:106), IKSDLVNE (SEQ ID NO:107), 
AASNPP (SEQ ID NO: 108), NTTYLWWVNG (SEQ ID NO: 109), 
YLWWVNG (SEQ ID N0:1 10), SWLIN (SEQ ID NO:l 1 1), SWFIN (SEQ ID 
N0:1 12), AQYSWLIN (SEQ ID N0:1 13), AQYSWFIN (SEQ ID NO:l 14), 



3 



.:::!. n O i!:- -r Ch iDi !:;:•;; Ql 1?:: ii "iE; ' ^? " 
WO 01/13937 PCTAJSOO/23482 

SWFVN (SEQ ID NO:l 15), AQYSWFVN (SEQ ID NO:l 16), NRQU (SEQ ID 
NO: 199), GNRQI (SEQ ID NO:200), or analogs thereof. It is believed that 
these portions of certain of the peptides described herein contribute significantly 
to the activity of the peptides. 

5 The present peptides are preferably capable of altering signaling 

mediated in part by CD66 (CEACAM) family members. Preferably, the 
peptides of the present invention modulate at least one of the following (which 
are functions of CD66 proteins and/or ligands thereof): activation of 
neutrophils; activation or inhibition of T-cells, B-cells, NK cells, LAK cells, 

10 dendritic cells, or other immime system cells; proliferation and/or differentiation 
of T-cells, B-cells, NK cells, LAK cells, dendritic cells, or other immune system 
cells; proliferation and/or differentiation of epithelial cells such as breast or 
intestinal/colonic epithelium cells or keratinocytes. In addition these peptides 
are preferably capable of altering homotypic and/or heterotypic adhesion among 

15 CD66 proteins (i.e., CD66 family members) or adhesion of CD66 proteins to 
other CD66 ligands. 

The present invention also provides peptide conjugates. The ability of 
peptides complexed with carrier molecules or structures, such as microbeads, 
liposomes, biological carrier molecules, synthetic polymers, biomaterials, and 

20 cells, thereby forming peptide conjugates is shown to impart the larger structure 
with the ability to bind to cells expressing the appropriate CD66 family 
member. Such peptide conjugates bind to cells expressing a CD66 protein or a 
CD66 ligand. 

The peptides or peptide conjugates of the present invention can also 
25 include molecules for labeling (i.e., labels such as fluroescmce tags, magnetic 
resonance tags, radioactive tags, enzymatic tags). In this way, fliese can be used 
in diagnostic methods to detect specific targets in vivo or in vitro. 

The present invention provides a method of activating a neutrophil that 
includes contacting the neutrophil with a peptide or peptide conjugate (i.e., at 
30 least one peptide or peptide conjugate) that includes an amino acid sequence 
represented by SEQ ID NOs:l, 2, 3, 4, 17, 41, or analogs thereof. Preferably, 
the peptide is represented by SEQ ID NOs:l, 2, 3, 4, 17, or 41. 
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The present invention also provides a method of modvilating the 
homotypic and/or heterotypic adhesion of CD66 family members or adhesion of 
a CD66 protein to a CD66 ligand. The method includes contacting CD66 
family members and/or their ligands with a peptide or peptide conjugate that 
5 includes an amino acid sequence represented by SEQ ID NOs:7-15, 17, 22, 32, 
33, 35, 37, 39, 47, 53, 54, or analogs thereof Preferably, the peptide is 
represented by SEQ ID NOs:7-15, 17, 22, 32, 33, 35, 37, 39, 47, 53, or 54. 

The present invention also provides a method of modulating (e.g., 
activating or inhibiting) immune cell (e.g., T-cells, B-cells, NK cells, LAK 

10 cells, or dendritic cells) activation, proliferation, and/or differentiation that 
includes contacting an immune cell with a peptide or peptide conjugate that 
includes an amino acid sequence represented by SEQ ID NOs: 14, 53, or analogs 
thereof. Preferably, the peptide is represented by SEQ ID NOs: 14 or 53. 

In addition, some peptides differ from these peptides by one or several 

15 amino acids and could compete with these active pq>tides or the natural CD66 
family m^ber or ligand thereof for certain biological activities. 

For example, the present invention provides a method of blocking tiie 
activation of a neutrophil induced by the method described above. This method 
includes contacting the neutrophil when in the presence of at least one of the 

20 peptides used in the method of activating a neutrophil discussed above with at 
least one peptide or peptide conjugate that includes an amino acid sequence 
represented by SEQ ID NOs: 18-21, 28-31, 39, 40, 55-59, 68-71, 84, or analogs 
thereof. Preferably, the peptide is represented by SEQ ID NOs:18-21, 28-31, 
39, 40, 55-59, 68-71, or 84. 

25 As another example, the present invention provides a method of altering 

the modulation of the homotypic and/or heterotypic adhesion of CD66 family 
members or adhesion between a CD66 protein and a CD66 ligand induced by 
peptides homologous to (e.g., peptides derived from similar regions of similar 
domains of CD66 family members) those listed above (SEQ ID NOs:7-15, 17, 

30 22, 32, 33, 35, 37, 39, 47, 53, or 54), The method includes contacting CD66 

family members and/or ligands thereof with a peptide comprising an amino acid 
sequence represented by SEQ ID NOs:2, 5, 6, 9, 1 1, 16, 19, 23-28, 30, 32, 34- 
38, 40, 42, 43-47, 49-52, 55, 57, 60-67, 69, 72-100, or analogs thereof, when in 



5 



wo 01/13937 PCT/USOO/23482 

the presence of at least one of the peptides listed above (SEQ ID NOs:7-15, 17, 
22, 32, 33, 35, 37, 39, 47, 53, or 54). Preferably, the peptide is represented by 
SEQ ID NOs:2, 5, 6, 9, 11, 16, 19, 23-28, 30, 32, 34-38, 40, 42, 43-47, 49-52, 
55, 57, 60-67, 69, or 72-100. This modiilating efifect can result, for example 
5 from direct binding of one of diese p^tides to one of the CD66 family members 
and/or iigands thereof, or from altering the effects of other peptides on the 
adhesion. 

Another method of the present invention involves modulating at least 
one of the following functions of CD66 family members and/or Iigands thereof 

10 in cells: activation of neutrophils; activation or inhibition of T-cells, B-cells, 
NK cells, LAK cells, dendritic cells, or other immune system cells; proliferation 
and/or dififerentiation of T-cells, B-cells, LAK cells, NK cells, dendritic cells, or 
other immune system cells; proliferation and/or differentiation of epithelial 
cells; homotypic and/or heterotypic adhesion among CD66 fiimily monbers; 

15 and adhesion of CD66 family members to otho* Iigands. The method includes 
contacting cells with at least one peptide or peptide conjugate that includes an 
amino acid sequence represented by SEQ ID NOs:l-100, 119, 143, 157, 161, 
178, 187, or analogs thereof. 

Another method involves delivering a therapeutically active agent to a 

20 patient The method includes administering at least one peptide conjugate 
comprising a peptide and the therapeutically active agent to a (mtient wherein 
the peptide includes an amino acid sequence represented by SEQ ID NOs: 1 - 
100, 119, 143, 157, 161, 178, 187, or analogs thereof Preferably, the 
therapeutically active agent is selected from drugs, DNA sequences, RNA 

25 sequences, proteins, lipids, and combinations thereof. More preferably, the 

therapeutically active agent is an antibacterial agent, antiinflammatory agent, or 
antineoplastic agent. 

There is also provided a method of modifying the metastasis of 
malignant cells. This method includes contacting the malignant cells or normal 

30 host tissue with at least one peptide or peptide conjugate that includes an amino 
acid sequence represented by SEQ ID NOs:l-100, 1 19, 143, 157, 161, 178, 187, 
or analogs thereof. 
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There is also provided a method of altering bacterial or viral binding to 
cells or a biomaterial. The method includes contacting the cells or biomaterial 
with at least one peptide or peptide conjugate that includes an amino acid 
sequence represented by SEQ ID NOs:l-100, 119, 143, 157, 161, 178, 187, or 

5 analogs thereof. 

Another method involves altering cell adhesion to a biomaterial. The 

method includes contacting the biomaterial with at least one peptide or peptide 

conjugate that includes an amino acid sequence represented by SEQ ED NOs:l- 

100, 119, 143, 157, 161, 178, 187, or analogs thereof. 
10 Another method involves detecting tumors. The method includes 

contacting tumor cells or tumor vasculature with at least one peptide or peptide 

conjugate that includes an amino acid sequence represented by SEQ ID NOs:l- 

100, 119, 143, 157, 161, 178, 187, or analogs thereof . 

Still another method involves detecting inflammation. The method 
15 includes contacting inflamed vasculature or leukocytes with at least one peptide 

or peptide conjugate that includes an amino acid sequence represented by SEQ 

IDNOs:l-100, 119, 143, 157, 161, 178, 187, or analogs thereof. 

Yet another method involves detecting a CD66 protem or a ligand 

thereof. The method includes contacting tissue containing a CD66 protein or a 
20 ligand thereof with at least one peptide or peptide conjugate that includes an 

amino acid sequence represented by SEQ ID NOs:l-100, 1 19, 143, 157, 161, 

178, 187, or analogs thereof. 

Another method involves altering angiogenesis. The method includes 

contacting endothelial cells, tumor cells, or iimmme cells with at least one 
25 peptide or peptide conjugate that includes an amino acid sequence represented 

by SEQ IDNOs:l-100, 119, 143, 157, 161, 178, 187, or analogs thereof. 
Yet another method of the present invention involves altering an 

immune response. The method includes contacting immune system cells with at 

least one peptide or peptide conjugate that includes an amino acid sequence 
30 represented by SEQ ID NOs:l-100, 119, 143, 157, 161, 178, 187, or analogs 

thereof. 

Another method of the present invention involves altering keratinocyte 
proliferation. The method includes contactmg keratinocytes with at least one 
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pq^tide or peptide conjugate that includes an amino acid sequence represented 
by SEQ ID NOs:l-100, 1 19, 143, 157, 161, 178, 187, or analogs thereof. 

The methods described herein can be earned out in vitro or in vivo. The 
peptides can be used alone or in various combinations as well as in peptide 
5 conjugates. They are used in amounts that provide the desired effect. These 
amounts can be readily determined by one of skill in the art. Preferably, for 
each of the methods of the present invention, usefiil peptides are represented by 
SEQ ID NOs:l, 2, 3, 4, 7-15, 17, 22, 32, 33, 35, 37, 39, 41, 47, 53, or 54. 

As used herein, "a" or "an" refers to one or more of the term modified. 

10 Thus, the compositions and methods of the present invention include one or 

more polypeptides. Also, herein when peptide is said to includes an amino acid 
sequence represented by SEQ ID NOs: 1-100 or analogs thereof, the peptide can 
include one or more of the sequences specified. 

"Amino acid" is used herein to refer to a chemical compoimd with the 

15 general formula: NH2-CRH-COOH, where R, the side chain, is H or an organic 
group. Where R is an organic group, R can vary and is either polar or nonpolar 
(i.e., hydrophobic). The amino acids of this invention can be naturally 
occurring or synthetic (often referred to as nonproteinogenic). As used herein, 
an organic group is a hydrocarbon group that is classified as an aliphatic group, 

20 a cyclic group or combination of aliphatic and cyclic groups. The term 
"aliphatic group" means a saturated or unsaturated linear or branched 
hydrocarbon group. This term is used to encompass alkyl, alkenyl, and alkynyl 
groups, for example. The term "cyclic group" means a closed ring hydrocarbon 
group that is classified as an alicyclic groiq>, aromatic group, or heterocyclic 

25 group. The temi "alicyclic group" means a cyclic hydrocarbon group having 
properties resembling those of aliphatic groups. The tsrm "aromatic group" 
refers to mono- or polycyclic aromatic hydrocarbon groups. As used herein, an 
organic group can be substituted or unsubstituted. 

The terms "polypeptide" and "peptide" as used herein, are used 

30 interchangeably and refer to a polymer of amino acids. These terms do not 
connote a specific length of a polymer of amino acids. Thus, for example, the 
terms oligopeptide, protein, and enzyme are included within the definition of 
polypeptide or peptide, whether produced using recombinant techniques. 
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chemical or enzymatic synthesis, or naturally occurring. This term also 
includes polypeptides that have been modified or derivatized, such as by 
glycosylation, acetylation, phosphorylation, and the like. 

Herein, "isolated" as it refers to peptides (i.e., polypeptides) means that 
the peptides are derived fi-om naturally occurring proteins or other polypeptides 
and free from other biological material or they are synthesized, either 
recombinantiy or chemically. 

The following abbreviations are used throughout the application: 



A = Ala = Alanine 


T = Thr = Threonine 


V = Val = Valine 


C = Cys = Cysteine 


L = Leu = Leucine 


Y = Tyr = Tyrosine 


I = lie = Isoleucine 


N = Asn = Asparagine 


P = Pro = Proline 


Q = Gin = Glutamine 


F - Phe = Phenylalanine 


D = Asp = Aspartic Acid 


W = Trp == Tryptophan 


E = Glu = Glutamic Acid 


M = Met = Methionine 


K = Lys = Lysine 


G = Gly = Glycine 


R = Arg = Arginine 


S = Ser = Serine 


H = His = Histidine 



Brief Description of the Drawing s 

Figure 1. EfTects of CD66a peptides on neutrophil adhesion to human 
umbilical vein endothelial cells (HUVECs). HUVECs were grown to 
confluence in 96 well microtiter plates, and stimulated by adding 50 ng/ml 
TNF-alpha and 1000 U/ml gamma-interferon (gamma-IFN) and culturing for 48 
hours. The wells were then washed and 25 of adhesion buffer containing the 
indicated CD66a peptide at 167 ^g/ml (final concentration) was added. One 
hundred pi of adhesion media containing 10^ neutrophils labeled with calcein 
AM was then immediately added, foUowed by 25 \il of adhesion buffer without 
(solid bars) or with (hatched bars) 6 x 10"' M formyl-met-leu-phe (FMLP), and 
the plates were incubated at ST^'C for 30 min in 5% CO2. The wells were then 
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washed and the number of adherent neutrophils determined with a fluorescence 
plate reader. Values are shown as the percent of added neutrophils remaining 
adherent to the HUVEC monolayers and represent the means +/- SD of 4 
separate determinations. The adhesion observed in the presence of the active 
5 CD66a peptides CD66a-l , CD66a-2, and CD66a-3 was statistically greater than 
that observed with 24 other peptides or media alone (p<0.05). 

Figure 2. Effects of various concentrations of the CD66a peptides 
CD66a-l, CD66a-2, and CD66a-3 on neutrophil adhesion to HUVECs. 
HUVECs were grown to confluence in 96 well microtiter plates, and stimulated 
10 by incubating in the presence of TNF-alpha at 50 ng/ml final concentration for 4 
hr at ST^'C, and the adhesion of neutrophils was quantitated in the presence of 
the indicated final concentration of CD66a peptide CD66a-l (circles), CD66a-2 
(squares), or CD66a-3 (triangles) and 10'^ M FMLP as described in Figure L 
Values are shown as the percent of added neutrophils remaining adherent to the 
15 HUVEC monolayers and represent the means +/- SD of 4 separate 

determinations. The adhesion observed in the presence of CD66a peptides 
CD66a-l, CD66a-2, and CD66a-3 at 50 p-g/ml was statistically greater than that 
observed with lower concentrations of peptides (p<0.05). 

Figure 3. Effects of scrambled CD66a peptides on neutrophil adhesion 
20 to HUVECs. HUVECs were grown to confluence in 96 well microtiter plates, 
and stimulated by incubating in the presence of TNF-alpha at 50 ng/ml final 
concentration for 4 hr at 37°C. The wells were then washed and 25 |il of 
adhesion buffer containing the indicated CD66a peptides (at 167 ^g/ml fmal 
concentration) was added. One hundred microliters of adhesion media 
25 containing 10^ neutrophils was then added, followed by 25 ^1 of adhesion buffer 
widiout (solid bars) or with (hatched bars) 6 x 10"^ M FMLP, and the plates 
were incubated at ST'C for 30 min in 5% CO2. The wells were then washed and 
the number of adherent neutrophils determined with a fluorescence plate reader 
as in Figure 1. Values are shown as the percent of added neutrophils remaining 
30 adherent to the HUVEC monolayers and represent the means +/- SD of 4 

separate determinations. The adhesion observed in the presence of the active 
CD66a peptides CD66a-l, CD66a-2, and CD66a-3, were statistically greater 
that observed with the 9 scrambled peptides (p<0.05). 



10 



wo 01/13937 PCT/USOO/23482 

Figure 4. Representative flow cytometric histogram profiles of the 
effect of CD66a peptides on human neutrophil surface CDl lb and CD62L 
expression. Left panel: Purified neutrophils were incubated with Hanks' 
balanced salt solution (HBSS) (mean channel fluorescence (MCF) = 584) (top 
5 panel), FMLP (10*^ M), (MCF = 709) (second panel), the CD66a peptide 

CD66a-l (MCF = 704) (167 jig/ml) (third panel), the CD66a peptide CD66a-2 
(MCF = 713) (167 g/ml) (fourth panel), the CD66a peptide CD66a.3 (MCF = 
714) (167 H-g/ml) (fifth panel), or the scrambled CD66a peptide CD66a-l-Sl 
(MCF = 581) (167 jig/ml) (bottom panel) for 15 min at 37*C, and the binding of 

10 a phycoerythrin-labeled(PE4abeled) CDl lb niAb was determined. Vertical 
axis, relative cell numbei^ horizontal axis, relative fluorescence intensity 
measured on a log scale. The MCFs represent the means of two determinations 
thatagreed within 10%. Right panel: Purified neutrophils were warmed to 
3T>C, incubated for 5 min with HBSS (MCF = 548) (top panel), FMLP (10'^ 

15 M), (MCF = 256) (second panel), the CD66a peptide CD66a-l (MCF = 230) 
(167 ng/ml) (third panel), the CD66a peptide CD66a-2 (MCF = 243) (167 
^g/ml) (fourth panel), the CD66a peptide CD66a-3 (MCF = 229) (167 pg/ml) 
(fifth panel), or the scrambled CD66a peptide CD66a-l-Sl (MCF = 546) (167 
p.g/ml) (bottom panel), and the binding of a PE-labeled CD62L mAb was 

20 determined. Vertical axis, relative cell nimiber; horizontal axis, relative 

fluorescence intensity measured on a log scale. A duplicate experiment gave 
similar results. 

Figure 5. Effects of CD66a-7 peptide on neutrophil adhesion to 
HUVECs. HUVECs were grown to confluence in 96 well microtiter plates, and 

25 stimulated by adding 50 ng/ml TNF-alpha and culturing for 48 hours. The wells 
were then washed and 25 |j.1 of adhesion buffer with or without the CD66a-7 
peptide at 167 jig/ml (final concentration) was added. One hundred microliters 
(|j1) of adhesion media containing 10^ neutrophils was then immediately added, 
followed by 25 fil of adhesion buffer with 6 x 10'^ M FMLP, and the plates 

30 were incubated at 37°C for 30 min in 5% CO2. The wells were then washed and 
the number of adherent neutrophils determined with a fluorescence plate reader. 
Values are shown as the percent of added neutrophils remaining adherent to the 
HUVEC monolayers and represent the means +/- SD of 4 separate 
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detenninations. The adhesion observed in the presence of the peptide CD66a-7 
was statistically greater than that observed with buffer alone ^<O.0S). 

Figure 6. Effects of CD66a-6L peptide on neutrophil adhesion to 
HUVECs. Using the method described with respect to Figure 5, the adhesion 
observed in the presence of the p^tide CD66a-6L was statistically greater than 
that observed with buffer alone (p<0-05). 

Figure 7. Effects of CD66e-3 peptide on neutrophil adhesion to 
HUVECs. Using the method described with respect to Figure 5, the adhesion 
observed in the presence of the peptide CD66e-3 was statistically greater than 
that observed with buffer alone (p<0.05). 

Figure 8. Effects of CD66a peptides on binding of CHO transfectants 
expressing CD66a (CEACAM1-4L) to immobilized recombinant human 
CEACAMl-Fc using the technique of the Transfectant Binding Assay #1 
(Assay #1). Ninety-six well Immulon 3 plates were coated with goat anti- 
human Fc, washed, and soluble CEACAMl-4-Fc (CD66a-Fc), or the negative 
control constructs CDS l(Dl-3)-Fc and CD14-Fc were added and allowed to 
bind, and the plates were then washed. CHO transfectants were labeled with the 
fluoresecent tag BCECF-AM and allowed to adhere to these immobilized 
soluble constructs for 60 min at 37®C. The total fluorescence of each well was 
then determined using the Cytofluor II fluorescence plate reader. The plates 
were then washed and the number of cells adhering determined by fluorescence 
meastjrements in the Cytofluor II as a percentage of the total cells added per 
well. The mean +/- SD of 4 determinations are shown. Four of the peptides, 
CD66-17, CD66-18, CD66-19, and CD66-24, significantly inhibited homotypic 
CD66a binding in this assay. 

Figure 9A and 9B. Effects of peptides on homotypic adhesion of 
CD66a-CD66a using Transfectant Binding Assay #2 (Assay #2). Several 
peptides blocked binding of CD66a expressing CHO transfectants to 
immobilized CD66a using the technique of Assay #2. The data is shown as 
percent of added cells that remained adherent. Control values "0" and "1000" 
represent the adhesion observed when no CD66a protein is adherent to the well, 
or when buffer is added without peptide, respectively. Control values "0.01 " 
represent the adhesion observed in the presence of a blocking CD66 antibody. 
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Figure lOA and lOB. Effects of peptides on homotypic adhesion of 
CD66c-CD66c using Assay #2. Several peptides blocked binding of CD66c 
expressing CHO transfectants to immobilized CD66c using the technique of 
Assay #2. The data is shown as percent of added cells that remained adherent. 
5 Control values "0" and "1000" represent the adhesion observed when no CD66c 
protein is adherent to the well, or when buffer is added without peptide, 
respectively. Control values "0.01 " represent the adhesion observed in flie 
presence of a blocking CD66 antibody. 

Figure 1 1 A and 1 IB. Effects of peptides on homotypic adhesion of 

10 CD66e-CD66e using Transfectant Binding Assay #2 (Assay #2). Several 
peptides blocked binding of CD66e expressing CHO transfectants to 
immobilized CD66e using the technique of Assay #2. The data is shown as 
percent of added cells that remained adherent. Control values "0" and "1000" 
represent the adhesion observed when no CD66e protein is adherent to the well, 

15 or when buffer is added without peptide, respectively. Control values "0.01 " 
represent the adhesion observed in the presence of a blocking CD66 antibody. 

Figure 12A and 12B. Effects of peptides on heterotypic adhesion of 
CD66b-CD66c using Assay #2. Several peptides blocked binding of CD66b 
expressing CHO transfectants to immobilized CD66c using the technique of 

20 Assay #2. The data is shown as percent of added cells that remained adherent 
Control values "0" and "1000" represent the adhesion observed when no CD66c 
protein is adherent to the well, or when buffer is added without peptide, 
respectively. Control values "0.01 " represmt the adhesion observed in the 
presence of a blocking CD66 antibody. 

25 Figure 13A and 13B. Binding of microbeads coupled to CD66a-24 to 

CHO cells expressing CD66a. CD66a-24 and CD66a-l peptides were coupled 
to microbeads and the microbeads were incubated with a suspension of CHO 
cells expressing CD66a at room temperature for 30 min. The binding of the 
microbeads to the CHO cells was quantified by counting the number of beads 

30 associated with single cells or groups of cells in three cell-group size classes 
and are reported as the number of microbeads boimd to each size group of cells. 
Figure 13B shows the number of beads associated with single cells, vMch are 
reported as flie avemge numbo* of microbeads bound to each single cell. 
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Figure 14. Effect of CD66 peptides on the activation of T-cells, T-cells 
were stimulated with anti-CD3 in the presence of various CD66 peptides as 
indicated and proliferation quantitated using radionuclide uptake expressed as 
cpm associated with the cells. Peptide CD66a-24, and to a lesser extent CD66e- 
3 1 , inhibited T-cell activation. 

DetaBed Description of Preferred Embodiments of the Invention 

Because of the adhesive and signaling properties of CD66a described 
above, we sought to identify functionally active don:iains of CD66a by use of 
synthetic peptides. Peptides of 14 amino acids in length were synthesized. The 
sequences are set forth in Tables I-EX. These were investigated for the ability to 
modulate the function of CD66 (CEACAM) family members. Thus, the present 
invention provides isolated peptides that include an amino acid sequence 
represented by (at least one of) SEQ ID NOs:l-100 or analogs thereof that 
modulate the function of at least one CD66 protein (Le., CD66 family member) 
and/or at least one ligand thereof. 

Peptides were tested for their ability to alter neutrophil adhesion to 
human umbilical vein endothelial cells (HUVECs). Five peptides activated 
neutrophils for adhesion to endothelial cells, as determined by increasing 
neutropliil adhesion to HUVEC monolayers and altering siirface expression of 
CDl 1/CDl 8 and CD62L. The data suggest that at least 5 peptide motifs from 
the N-temiinal domain of CD66a are involved in the interaction of CD66a with 
other ligands, and can initiate signal transduction in neutrophils. These 5 motifs 
have the amino acid sequences represented by SEQ ID NO:l, SEQ ID NO:2, 
SEQ ID NO:3, SEQ ID NO:4, and SEQ ID NO: 17. Activating or mhibiting 
neutrophil activation may be useful in treating certain infectious diseases or in 
cases \s^ere the activation of neutrophils results in imwanted effects as in adult 
respiratory distress syndrome. 

Similar modeling was done with CD66b, CD66c, CD66d, CD66e, and 
CD66f and peptides shown in Tables III-VIII were synthesized. One of these 
peptides was also foimd to activate neutrophils. This peptide has the sequence 
represented by SEQ ID NO:4 1 . In addition, it was found that peptides from 
homologous regions of other CD66 members that contained minor amino acid 
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difTerences from the active peptides from CD66a did not activate neiitrophils, 
thiis providing further information on the structure needed for activity. These 
include peptides having the amino acid sequences represented by SEQ ID 
NOs:18-21, 28-31, 39, 40, 55-59, 68-71, and 84. These peptides could compete 
5 with the active peptides (SEQ ID NOs: 1 -4, 1 7, and 41) or could mediate direct 
binding of natural CD66 family members. 

These peptides were also tested for their ability to alter the homotypic 
adhesion of CD66a to CD66a, CD66c to CD66c, and CD66e to CD66e, as well 
as the heterotypic adhesion of CD66b to CD66c, A number of the peptides 

10 were found to modulate homotypic and/or heterotypic adhesion of CD66 family 
members. These include peptides having the amino acid sequences represented 
by SEQ ID NOs:7-15, 17, 22, 32, 33, 35, 37, 39, 47, 53, and 54. It is beUeved 
that these may also modulate adhesion between a CD66 protein and other CD66 
ligands. In addition, some peptides that differ from these active peptides by one 

15 or several amino acids could compete (i.e., alter their modulation effects) with 
these active peptides for functional effects or mediate direct binding of the 
natural CD66 family members. These include peptides having the amino acid 
sequences represented by SEQ ID NOs:2, 5, 6, 9, 1 1, 16, 19, 23-28, 30, 32, 34- 
38, 40, 42, 43-47, 49-52, 55, 57, 60-67, 69, and 72-84, as well as other 

20 homologous i)eptides (based on domain structure) including SEQ ID NOs:85- 
100. 

Peptides were also tested for fheir ability to inhibit the activation of T- 
cells toward proliferation and/or differentiation. One peptide (SEQ ID NO: 14) 
was found to be a potent inhibitor of T-cell activation while another (SEQ ID 

25 NO:53) had weaker activity. Modulating the immune response, as for example 
by activating or inhibiting the prolifemtion and/or differentiation of T-cells, B- 
cells, NK cells, LAK cells, dendritic cells, or other immune system cells, may 
be useful in treating autoinmnme diseases, and in transplantation thempies 
where graft vs. host or host vs. graft efifects may be undesirable. The peptides 

30 could also be immune stimulants in settings such as cancer, infectious disease, 
or immunization. Alternatively, they could be immune siq^pressants. They 
could also be used to detect inflammation, and preferably modulate 
inflammation by activating or inhibiting activation of immune or inflammatory 
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cells. A preferred method involves detecting (and preferably modulating) 
inflammation in tissues such as inflamed vasculature or leukocytes. 

Thus, preferably, the present invention provides isolated peptides 
represented by SEQ ID NOs:l, 2, 3, 4, 7-15, 17, 22, 32, 33, 35, 37, 39, 41, 47, 
5 53, or 54. It is also believed that peptides represented by SEQ ID Nos: 119, 143, 
157, 161, 178, and 187 would have activity if they were solubilized or 
conjugated in a complex. 

Thus, the present invention provides peptides derived from CD66 
(CEACAM) family members that are capable of modulating (i.e., altering by 
10 increasing, decreasing, etc.), for example, cell activation, cell adhesion, cell 
proliferation, cell differentiation, or homotypic and/or heterotypic adhesion 
among CD66 family members or binding of CD66 family members to their 
ligands. 

In addition to the peptides discussed above that are specifically shown to 
15 have such activity, others arc believed to possess a least one activity as 
described herein. These peptides are shown in Tables I-IX. 

Compositions comprising the polypeptides of this invention can be 
added to cells in culture (in vitro) or used to treat patients, such as mammals (in 
vivo). Where the polypeptides are used to treat a patient, the polypeptide is 
20 preferably combined in a pharmaceutical composition with a phaimaceutically 
acceptible carrier such as a larger molecule to promote polyi>eptide stability or a 
phannaceutically acceptible buffer that serves as a carrier for the polypeptide or 
incorporated in a peptide conjugate that has more than one peptide coupled to a 
single entity. 

25 Given the known bacterial and viral binding properties of CD66 family 

members, the peptides described herein could be useful for altering the binding 
of viruses, bacteria, or other pathological etiologic agents to the cells of host 
tissues, transplanted tissues, or to biomaterials (increase or inhibit binding). 
They could also be useful for detecting a CD66 protein or a ligand thereof in 

30 tissue, wiiether it be in vitro or in vivo. 

Studies were also performed to demonstrate that these peptides could be 
used to target the binding of larger structures to cells expressing the appropriate 
CD66 family member. The coupling of multiple copies of peptides to larger 



16 



WO 01/13937 PCT/USOO/23482 

Structures (thereby forming peptide conjugates) allows cooperativity of binding 
due to the presence of multiple binding sites. This markedly increases the 
affinity of binding of the complex compared with that of a single free peptide. 
In addition, it should therefore be possible to complex various combinations and 
5 densities of different peptides described herein to create a structure that 
preferentially binds cells expressing a specific pattem of CD66 family 
members. 

The biological activity of the peptides identified here suggests that they 
have sufficient aflSnity to make them potential candidates for drug localization 

10 to cells expressing the appropriate surface structures. This targeting and binding 
to cells could be usefiil for the delivery of therapeutically active agents 
(including targeting drugs, DNA sequences, RNA sequences, Upids, proteins 
(e.g., human growth factors)) and gene therapy/gene delivery. More preferably, 
the therapeutically active agent is an antibacterial agent, antiinflammatoiy 

15 agent, or antineoplastic agent 

Since different cells, including specifically many malignant cells, cells 
of different tissues, growing endothelial cells, including endothelial cells in new 
vessels in tumors and in diabetic proliferative microvasculature, express 
different combinations of CD66 family members, it should be possible to 

20 generate compounds bearing different combinations of densities of CD66 
peptides that would target (bind preferentially) to different desired tissues or 
cells. 

As proof of principle, the peptide CD66-24 when coupled to microbeads 
directs the binding of the complexed microbeads to CHO cells expressing 
25 CD66a. 

Also, CD66 family members have been shown to alter metastases of 
malignant cells and can alter cell differentiation. Thus, the peptides described 
herein could modify the process of metastasis of malignant cells either by 
altering the behavior of the malignant cells directly, or by altering the 
30 physiology of a target tissue (as for example, the liver where CD66e has been 
shown to alter cytokine production by cells in the liver and also alter the ability 
of colon cancer cells to metastasize to the liver). The peptides described herein 
can also be used in detecting tumors. 
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Thus, the peptides described herein are believed to be useful for altering 
angiogenesis. In such a method, endothelial cells, tumor cells, or immune cells 
are contacted with at least one peptide described herein. 

Some CD66 members are expressed in growing keratinocytes at the 
5 edge of healing wounds. These peptides may be usefiil to alter keratinocyte 
growth or behavior or the behavior of other cell involved in wound healing. 

These peptides may be useful in altering the growth or physiology of 
cells, which are in various disease states, that can e^qjress CD66 members, 
including gut (as for example in inflammatory bowel disease, atrophic states, or 

10 cancer), breast, stomach, small bowel, colon, pancreas, thyroid, prostate, lung, 
kidney, placenta, sebaceous glands, and uterus. 

Treatment for these various conditions can be prophylactic or 
therapeutic. Thus, treatment can be initiated before, during, or after the 
development of the condition. As such, the phrases "inhibition of* or "effective 

15 to inhibit" a condition includes both prophylactic and therapeutic treatment (i,e., 
prevention and/or reversal of the condition). 

Additionally, molecules/particles with a specific number of specific 
CD66 peptides would bind specifically to cells/tissues expressing specific 
ligand combinations, and therefore could have diagnostic and therapeutic use. 

20 Thus, the peptides of the present invention can be labeled (e.g., fluorescent, 
radioactive, enzyme, nuclear magnetic) and used to detect specific targets in 
vivo or in vitro including "immunochemistry" like assays in vitro. In vivo they 
could be used in a manner similar to nuclear medicine imaging techniques to 
detect tissues, cells, or other material expressing specific CD66 ligands. 

25 The polypeptides of SEQ ID NOs:l-100 can be in their tccc acid form or 

fliey can be amidated at the C-terminal carboxylate group. The present 
invention also includes analogs of the polypeptide of SEQ ID NOs:l-100, vAdch 
typically have structural similarity with SEQ ED NOs:l-100. An "analog" of a 
polypeptide includes at least a portion of the polypeptide, wherein the portion 

30 contains deletions or additions of one or more contiguous or noncontiguous 

amino acids, or containing one or more amino acid substitutions. Substitutes for 
an amino acid in the polypeptides of the invention are preferably conservative 
substitutions, which are selected fi-om other members of the class to which the 
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amino acid belongs. An analog can also be a larger peptide that incoiporates 
the peptides described herein. For example, it is well-known in the art of 
protein biochemistry that an amino acid belonging to a grouping of amino acids 
having a particular size or characteristic (such as charge, hydrophobicity and 

5 hydrophilicity) can generally be substituted for another amino acid without 
substantially altering the structure of a polypeptide. 

For the purposes of this mvention, conservative amino acid substitutions 
are defined to result from exchange of amino acids residues from within one of 
the following classes of residues: Class I: Ala, Gly, Ser, Thr, and Pro; Class H: 

10 Cys, Ser, Thr, and Tyr, Class HI: Glu, Asp, Asn, and Gki (carboxyl group 
containing side chains): Class IV: His, Arg, and Lys (representing basic side 
chains); Class V: He, Val, Leu, Phe, and Met (representing hydrophobic side 
chains); and Class VI: Phe, Trp, Tyr, and His (representing aromatic side 
chains). The classes also include other related amino acids such as halogenated 

15 tyrosines in Class VI. 

Polypeptide analogs, as that temi is used herein, also include modified 
polypeptides. Modifications of polypeptides of the invention include chemical 
and/or enzymatic derivatizations at one or more constituent amino acid, 
including side chain modifications, backbone modifications, and N- and C- 

20 teraiinal modifications including acetylation, hydroxylation, methylation, 

amidation, and the attachment of carbohydrate or lipid moieties, cofactors, and 
tiielike. 

A preferred polypeptide analog is characterized by havmg at least one of 
the biological activities described herem. Such an analog is referred to herein as 
25 a "biologically active analog" or simply "active analog." The biological activity 
of a polypeptide can be determined, for example, as described in the Examples 
Section. 

For example, active analogs of SEQ ID NO:l include peptides having an 
"M" or similar amino acid m the "SMPFN" sequence (SEQ ID NOrlOl). 
30 Active analogs of SEQ ID NO:2 include peptides having a "Q" or similar amino 
acid m the "PQQLF" sequence (SEQ ID NO:102), the "LPQQL" sequence 
(SEQ ID NO:103), or the "QQLFG" sequence (SEQ ID NO:104). Active 
analogs of SEQ ID NO:3 include peptides having an "RQ" sequence or similar 
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amino acid sequence in the "NRQIV" sequence (SEQ ID NO: 105) or the 
"GNRQI" sequence (SEQ ID NO: 106). Active analogs of SEQ ID NO:4 
include peptides having an "IKSDLVNE" portion (SEQ ID NO: 107) of the 
sequence. Active analogs of SEQ ID NO:9 include peptides having an 
"AASNPP" portion (SEQ ID NO:108) of the sequence. Active analogs of SEQ 
ID NO:22 include peptides having a 'TSITTYLWWVNG" portion (SEQ ID 
NO:109) or "YLWWVNG" portion (SEQ ID NO:l 10) of the sequence. Active 
analogs of SEQ ID NO:35 mclude peptides having an "SWLIN" portion (SEQ 
ID NO: 1 1 1), "SWFIN" portion (SEQ ID NO:l 12), "AQYSWLIN" portion 
(SEQ ID NO:l 13), or "AQYSWFIN" portion (SEQ ID NOil 14) of the 
sequence. Active analogs of SEQ ID NO:47 include peptides having an 
"SWFVN" portion (SEQ ID NO:l 15) or "AQYSWFVN" portion (SEQ ID 
NO:l 16) of the sequence. Active analogs of SEQ ID NO:41 include peptides 
having an "NRQII" portion (SEQ ID NO:199) or "GNRQI" portion (SEQ ID 
NO:200). 

The polypeptides of the invention may be synthesized by the solid phase 
method using standard methods based on either t-butyloxycarbonyl (BOC) or 9- 
fluorenyhnethoxy-carbonyl (FMOC) protecting groups. This methodology is 
described by G.B. Fields et al. in Synthetic Peptides: A User's Guide . W.M. 
Freeman & Company, Nev^ York, NY, pp. 77-183 (1992). The present peptides 
may also be synthesized via recombinant techniques well known to those skilled 
in the art. For example, U.S. Patent No. 5,595,887 describes methods of 
forming a variety of relatively small peptides through expression of a 
recombinant gene construct coding for a fusion protein which includes a 
binding protein and one or more copies of the desired target peptide. After 
expression, the fusion protein is isolated and cleaved using chemical and/or 
enzymatic methods to produce the desired target peptide. 

The peptides of the present invention may be employed in a monovalent 
state (e.g., free peptide or peptide coupled to a carrier molecule or structure). 
The peptides may also be employed as conjugates having more than one (same 
or different) peptide bound to a single carrier molecule. The carrier molecule or 
structure may be microbeads, liposomes, biological carrier molecule (e.g., a 
glycosaminoglycan, a proteoglycan, albumin^ or the like), a synthetic polymer 
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(e.g., a polyalkyleneglycol or a synthetic chromatography support), biomaterial 
(e.g., a material suitable for implantation into a mammal or for contact with 
biological fluids as in an extrcoiporeal device), or other cell. Typically, 
ovalbimiin, human serum albumin, other proteins, polyethylene glycol, or the 
like are employed as the carrier. Such modifications may increase the apparent 
afiBnity and/or change the stability of a peptide. The nimiber of peptide 
Augments associated with or bound to each carrier can vary. In addition, as 
mentioned above, the use of various mixtures and densities of the peptides 
described herein may allow the production of complexes that have specific 
binding patterns in terms of preferred ligands. 

The polypeptides can be conjugated to other polypeptides using standard 
methods known to one of skill in the art. Conjugates can be separated fit>m fi«e 
peptide through the use of gel filtration colunm chromatography or other 
methods known in the art 

For instance, peptide conjugates may be prepared by treating a mixture 
of peptides and carrier molecules (or structures) with a coupling agent, such as a 
carbodiimide. The coupling agent may activate a carboxyl group on either Ihe 
peptide or the carrier molecule (or structure) so that the carboxyl group can 
react with a nucleophile (e.g. an amino or hydroxyl group) on the other member 
of the peptide conjugate, resulting in the covalent linkage of the peptide and the 
carrier molecule (or structure). 

As another example, peptides may be coupled to biotin-labeled 
polyethylene glycol and then coupled to avidin containing compounds, for 
instance, as shown in Fig. 13. Peptides are weighed out in aliquots of 0.5 mg 
and dissolved in a total volume of 500 |il dimethyl sulfoxide (DMSO, 
FisherChemical, Fair Lawn, NJ) in a 1 mL ReactiVial contaming a flea bar. To 
each ReactiVial, 1.0 mg Biotin-PEG-NHS, average MW 3400, (Shearwater 
Polymers, Huntsville, AL) is added directly and the vial is moved to a stir plate 
to provide gentle mixing. Pyridine (Sigma Chemical, St Louis, MO) is added 
as a basic catalyst at a 5% molar excess to the peptide. The reaction is allowed 
to proceed for 19 hours at room temperature with medium stirring. 

After completion of the reaction, the contents of each ReactiVial are 
individually transferred to a 1 .5 mL plastic microfiige tube. Each vial is washed 
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once with 25 ^1 DMSO which is also added to the microAige tube. The volume 
of DMSO is dried down at room temperature to approximately 20 jil of 
remaining solvent in a Savant Speed Vac Plus. To each tube individually, 980 
fil of Hanks balanced salt solution (HBSS) + 0.1% sodiimi azide is added. 
5 Samples are stored at -20°C until coupling to streptavidin-coated beads. 




Reaction scheme for boitinylation of peptides. 

10 

Streptavidin-coated 6 ^m diameter polystyrene beads are obtained from 
Polysciences (Warrington, PA). For each peptide, 100 yd of suspended beads 
are aliquoted to a 1 .5 ml plastic microfuge tube. As per the manufacturer's 
directions, the beads are washed three times by sequentially pelleting the beads 

15 in a microcentrifuge, decanting the supernatant and redispersing them in 1 ml of 
fresh phosphate buffered saline (PBS). One third (333 |li1) of the biotinylated 
peptide from the above preparation is added to the beads in a total volvmae of I 
ml. From the reported binding capacity of the streptavidin-coated beads, this 
amount of p>egylated peptide respresents more than a two-fold molar excess, 

20 thus the biotin binding sites are believed to be saturated. The tubes are mixed 
end-to-end on a rocker plate at 1 00 revolutions per minute (RPM) for 1 hour. 
The beads are then washed once as before and resuspended in 1 ml of a 0.1 M 
ethanolamine solution and mixed on the rocker plate as before for 30 minutes. 
This step serves to block any potentially xmreacted NHS moieties. The beads 
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are again washed once as before and resuspended in HBSS + 0.1% sodium 
azide. In the case of peptides coupled to other entities, it should be understood 
that tiie designed activity may depend on which end of the peptide is coupled to 
the entity. 

5 The present invention also provides a composition that includes one or 

more active agents (i.e., polypeptides) of the invention and one or more 
phaimaceutically acceptable carriers. One or more polypeptides with 
demonstrated biological activity can be administered to a patient in an amount 
alone or together with other active agents and with a pharmaceutically 

10 acceptable buffer. The polypeptides can be combined with a variety of 

physiological acceptable carriers for delivery to a patient including a variety of 
diluents or excipients known to those of ordinary skill in the art. For example, 
for parenteral administration, isotonic saline is preferred. For topical 
administration, a cream, including a carrier such as dimethylsulfoxide (DMSO), 

15 or other agents typically found in topical creams that do not block or inhibit 
activity of the peptide, can be used. Other suitable carriers include, but are not 
limited to alcohol, phosphate buffered saline, and other balanced salt solutions. 

The formulations may be conveniently presented in unit dosage form 
and may be prepared by any of the methods well known in the art of pharmacy. 

20 Preferably, such methods include the step of bringing the active agent into 
association widi a carrier that constitutes one or more accessory ingredirats. 

The methods of the invention include administering to a padeaU 
preferably a mammal, and more preferably a human, the composition of the 
invention in an amount effective to produce the desired effect. 

25 The peptides can be administered as a single dose or in multiple doses. 

Useful dosages of the active agents can be determined by comparing their in 
vitro activity and the in vivo activity in animal models. Methods for 
extrapolation of effective dosages in mice, and other animals, to humans are 
known in the art 

30 The agents of the present invention are preferably formulated in 

pharmaceutical compositions and then, in accordance with the methods of the 
invention, administered to a patient, such as a human patient, in a variety of 
forms adapted to the chosen route of administration. The formulations include. 
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but are not limited to, those suitable for oral, rectal, vaginal, topical, nasal, 
ophthalmic, or parental (including subcutaneous, intramuscular, intraperitoneal, 
intratumoral, intraorgan, intraarterial and intravenous) administratiorL 

Formulations suitable for parenteral administration conveniently include 
5 a sterile aqueous preparation of the active agent, or dispersions of sterile 

powders of the active agent, which are preferably isotonic with the blood of the 
recipient. Absorption of the active agents over a prolonged period can be 
achieved by including agents for delaying, for example, aluminum monostearate 
and gelatin. 

10 Formulations of the present invention suitable for oral administration 

may be presented as discrete units such as tablets, troches, capsules, lozenges, 
wafers, or cachets, each containing a predetermined amount of the active agent 
as a powder or granules, as liposomes containing the active agent, or as a 
solution or suspension in an aqueous liquor or non-aqueous liquid such as a 

15 synq>, an elbdr, an emulsion, or a draught Such compositions and preparations 
typically contam at least about 0.1 wt-% of the active agent. The amount of 
polypeptide (i.e., active agent) is such that the dosage level will be effective to 
produce the desired result in the patient 

Nasal spray formulations include purified aqueous or other solutions of 

20 the active agent with preservative agents and isotonic agents. Such 

formulations are preferably adjusted to a pH and isotonic state compatible with 
the nasal mucous membranes. Formulations for rectal or vaginal administration 
may be presented as a suppository with a suitable carrier such as cocoa butter, 
or hydrogenated fats or hydrogenated fatty carboxylic acids. Ophthalmic 

25 formulations are prepared by a similar method to the nasal spray, except that the 
pH and isotonic factors are preferably adjusted to match that of the eye. Topical 
formulations include the active agent dissolved or suspended in one or more 
media such as mineral oil, petroleimi, polyhydroxy alcohols, or other bases used 
for topical pharmaceutical formulations. 
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Examples 

Materials and Methods 

Cell Preparation . Normal peripheral blood neutrophils were prepared by 
a modification of the method of Boyxim as previously described (64) and were 
5 suspended at the indicated concentrations in Hanks' balanced salt solution 

(HBSS) (Gibco, Grand Island, NY). Differential cell counts on Wright-stained 
cells routinely revealed greater than 95% neutrophils. Viability as assessed by 
trypan blue dye exclusion was greater than 98%. 

Antibodies and Reagents . The PE-labeled CDl lb mAb (Leu 1 5) and the 

10 CD62L mAb (Leu 8) were obtained fi-om Becton Dickenson, Mountain View, 
CA. Monoclonal antibodies were diluted in PBS containing 1 mg/ml BSA as 
indicated. N-fonnyl-met-leu-phe (FMLP) and normal mouse serum (NMS) 
were purchased fix>m Sigma Chemical Co. (St Louis, MO). Peptides were 
diluted in PBS containing 1 mg/ml BSA as indicated. 

IS Fluorescence labeling of cells . Neutrophils were labeled with calcein 

AM (Molecular Probes, Eugene, OR) (65, 66) by incubating 5 x lOVml cells 
with SO |xg of calcein AM for 30 min at 37^C ia 18 ml of calcein labeling buffer 
(HBSS without Ca^^ or Mg^ containing 0.02% BSA). Cells were then washed 
twice with calceia labeling buffer at 23^C and resuspended in the desired media. 

20 Endothelial cell adhesion assay . Neutrophil adhesion to himian 

umbilical vein endothelial cells (HUVECs) was determined as previously 
described (65-68). Briefly, HUVECs (Clonetics Corp., San Diego, CA) were 
passaged 1 :S in T-25 flasks (Costar) no more than three times before plating in 
96 well microtiter plates at 3000 cells/well. HUVECs were grown to 

25 confluence in 96 well microtiter plates in EGM media (Clonetics) and fed every 
24 hours. Using the adhesion assay described below, no difference ui resting 
and stimulated neutrophil adhesion was observed, and, as expected (69), no 
difference in surface expression of CD54 (ICAM-1) or CD62E (E selectin, 
ELAM-1) in resting or TNF stimulated cells was noted using HUVECs 

30 passaged once compared with those passaged five times. In some experiments, 
the HUVECs were stimulated by culture for the indicated time with the desired 
cytokines (TNF-alpha (Cetus, Emeryville, CA) or gamma-IFN (gift from Dr. S. 
Palm, University of Minnesota Medical School)). The wells were then washed 
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four times with adhesion buffer (DMEM + 5% heat inactivated fetal bovine 
serum (HIFBS)) and 25 ^il of adhesion buffer containing the indicated peptide 
was added to each well, followed immediately by 100 jil of adhesion bxiffer 
containing 10^ calcein labeled cells. Twenty-five microliters of adhesion buffer 
5 containing the indicated concentration of FMLP was then added, and the plates 
were incubated at 37°C in 5% CO2 for 30 min. The wells were then aspirated 
and washed four times with endo wash buffer (HBSS + 4% HIFBS), and the 
fluorescence was quantitated with a Millipore fluorescence plate reader using an 
excitation wavelength of 485 nm and an emission wavelength of 530 nm. For 

10 each condition, quadmplicate wells were tested and values are reported as the 
mean +/- SD. Each experiment was performed at least four times using 
different HUVEC subcultures. 

Statistical analyses . Effects of peptides on neutrophil adhesion to 
HUVECs was analyzed by the Mann Whitney U test when appropriate. 

15 Anal ysis of CDl lb and CD62L expression . For analysis of CDl lb 

upregulation, purified neutrophils (10^ in 100 jil HBSS + 0.02% BSA) were 
incubated with media containing the indicated peptide (167 p.g/ml) or FMLP 
(10'^ M) for 15 min at 37**C. The cells were Ihcn cooled to 0**C for 10 min and 2 
^g of the PE-labeled CDl lb mAb was added. The mixture was incubated at 

20 O^'C for 25 min, and 4 ml of buffer B (PBS, pH 7.4, OJ.% BSA, 0.05% NaN3) 
(0^) was then added and the mixture was centrifuged at 400 x g for 5 min at 
4^. The supernatant was removed and the cells were vortexed, and suspended 
in 1 ml of buffer B (0**C), and 250 ml of fixative (Coulter) (23*C) was then 
added. Three ml of buffer B (0°C) was then added, and the mixture centiifiiged 

25 at 400 X g at 4^ for 5 min. The cells were washed with 3 ml of buffer B as 
aiK)ve, and resuspended in 200 ml of PBS containing 0.1% NaNa (O^C) and 
stored at 4''C until analysis. Quantitative flow cytometric analysis of surface 
antigen expression was performed using a FACSTAR Plus (Beckton Dickinson, 
Mountain View, CA). Forward and right angle light scatter, as well as the peak 

30 fluorescence channel, were optimized with fluorescent beads. TheceU 

population studied was determined by forward and right angle light scatter. 

For analysis of CD62L down regulation, purified neutrophils (10^ in 100 
\d HBSS -i- 0.02% BSA) were warmed to 37*'C for 5 min and then incubated 
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with media containing the indicated peptide (167 jig/ml) or FMLP (10"^ M) for 
5 min at 37**C. The cells were then cooled to O^'C for 10 mm and 5 iig of the 
PE-labeled CD62L mAb was added. The cells were then incubated, washed, 
and analyzed by flow cytometry as above. 
5 Peptide selection, synthesis, and purification . CD66a was modeled to 

conform to the IgV and Ig C2 domains of the heavy and light chains of Fab 
fragments of immunoglobulin and CD4. 

Peptides were synthesized as amides by Fmoc solid-phase methodology 
on a Gilson Automated Multiple Peptide Synthesizer AMS 422. Peptides were 

10 purified by preparative reverse phase-HPLC on a Beckman System Gold 
equipped with a Regis Chemical ODS C18 column (10 fim particle size, 60 
Angstrom pore size, 250 x 21 .1 mm). The elution gradient was 12-50% B over 
35 min at a flow rate of 5.0 ml/min, where A is water containing 0.1% 
trifluoroacetic acid, and B is acetonitrile containing 0.1% trifluoroacetic acid. 

15 Detection was at 235 nm. Peptide purity and fidelity can be analyzed by amino 
acid analysis and sequencing or by mass spectrometry. 

Once the first peptides were screened in our adhesion assay (Fig. 1), the 
amino acids in the positive peptides, CD66a-l, CD66a-2, and CD66a-3, were 
randomly scrambled and the control peptides were synthesized (Table II). The 

20 scrambled amino acid residue peptides were then tested in the same assays in 
order to ensure that the primary amino acid sequences were essential for the 
functional activity of these peptides, and that the biological activity was not 
merely due to the peptides' net charge or amino acid composition (Fig. 3). 

Flow cytometry demonstrated that CD66a-l, CD66a-2, and CD66a-3 

25 upregulated GDI lb and down regulated CD62L neutrophils (Fig. 4). 

We next completed the synthesis of peptide CD66a-7 and found that it 
has similar activity as CD66a-l (Fig. 5). 

Since peptide CD66a-6 was not soluble we synthesized peptides fi-om 
tiie same region but shifted the center of the peptide in an attempt to generate a 

30 soluble peptide. One peptide, CD66a-6L, (Table I) was successfully 

synthesized, tested, and found to stimulate neutrophil adhesion to HUVECs 
(Fig. 6). 
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Since only the N-domain peptide of CD66a had activity in the neutrophil 
activation assay we modeled CD66b, CD66c, CD66d, CD66e, and CD66f N- 
domains and synthesized appropriate peptides as shown in Tables Ill-Vm. Of 
these peptides, only peptide CD66e-3 activated neutrophils (Fig, 7). These 
5 results are noteworthy in that many peptides that have only minor differences 
from active peptides had no biological activity. 

Method #1 for adhesion assav of CH O transfectant bmding to 
immobilized recombinant CD66a (Assav #l\ Stable CHO cell transfectants 

10 expressing CD66a (CEACAM1-4L) CEACAM1-4S, CEACAMl-lS or the 

neomycin resistance gene (CHO-Neo) (provided by Dr. S. Watt, MRC, Oxford, 
UK) were grown to 50-70% confluence in Hams-FlO medium contammg 10% 
(v/v) FBS. Adherent cells were detached with PBS containing 1 mM EDTA pH 
7.4, washed three times with Hams-FlO medium, and resuspended in Hams-FlO 

15 medium at 2x10^ cells/ml. The fluorescent dye 2',7'-bis-(2-carboxyethyl>5- 
(and -^-carboxfluoresceinacetoxymethylester (BCECF-AM); Molecular 
Probes, Eugene, OR) was dissolved in DMSO at 500 jig/ml and 20 pi added per 
2 X 10^ cells for 20-30 min at 37^*0. Cells were washed twice with RPMI-1640 
medium and twice with PBS containing 0.2% BSA (PBS-0.2% BSA). Cells (5- 

20 10 X 10"*) in PBS-0.2% BSA were added to 96 well hnmulon 3 flat bottomed 
microtiter plates (Dynatech) that had been pre-coated as follows. Purified goat 
anti-human Fc antibody (Sigma Chemical Co.) was added to 96 well flat 
bottomed hnmulon 3 plates at 1 ng/100 nl/weU at 4°C overnight The plates 
were washed 4 tunes with PBS containing 0.5% BSA (PBS-0.5% BSA) and 

25 blocked with PBS-0.5% BSA for at least two hours at room temperature. After 
washing the plates 4 times with PBS, 50 of soluble recombinant protein 
containing the Fc fragment of human IgGl attached to CEACAMl 
(CEACAMl-Fc) or other indicated protein (10 ng/ml) in PBS were added for at 
least 2 hours at room temperature or overnight at 4^*0. The plates were washed 

30 4 times with PBS before the addition of 100 \d of cells. CHO cell transfectants 
labeled with BCECF-AM were allowed to adhere for 60 min at 3T*C before 
reading the total BCECF-AM fluorescence in each well on a Cytofluor U plate 
reader (PerSeptive Biosystems, Hertford, UK) at an excitation wavelength of 
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485/20 nm^ a gain of 70 and an emission wavelength of 530/30 nm. The plates 
were washed one to three times with PBS-0.2% BS A and the percentage of cells 
adhering to the constructs estimated from the subsequent fluorescence 
detenninations on the Cytofluor II. Adhesion assays were performed with 4 to 
5 6 replicates in at least two independent e^eriments. 

Method #2 for adhesion assay of CHO transfectant binding to 
itTimnhili zed recombinant CD66a (Assay #2\ CHO cells transfected with 
BGPa cDNA (courtesy Dr. M. Kuroki) were grown in a-MEM (Gibco Inc., 

10 Grand Island, NY) lacking nucleosides with 10% FBS (Bio-Whittaker, 

Walkersville, MD) and antibiotics. Cell cultures were maintained by passing 
1:10 in T-25 flasks approximately every 3 days. For the assay, one T-25 of 
cells near confluence was trypsinized and the collected population was washed 
once with growth media and resuspended 0.5 mL growth media. To obtain a 

15 single-cell suspension, cells were passed sequentially through an 1 8-gauge, 22- 
gauge and 25-gauge needle. 

One \ig of protein in 50 fd of PBS was dried down in a well of a 96-well 
plate. Wells were incubated with 0.5% BSA in PBS (200 p,l/well) for blocking 
for 4 hours at room temperature. CHO transfectants expressing the appropriate 

20 CD66 family member were incubated in serum-free MEM containing 25 ^g/ml 
H33342 dye at 1 x lOVml for 30 min at 37*'C (other dyes such as calcein can be 
used). After washing, cells were suspended in PBS at 1 x 10^/ml. PBS (35 ^1) 
and 15 jj (15 fxg) of peptide solution was added into a protein-coated well, and 
then 5x10"* cells (50 fil) labeled with dye were added. After yortexing gently, 

25 the plate was incubated at room temperature for 25 min in the dark. Each well 
was gratly washed with 100 |j1 PBS twice. Remaining cells were solubilized in 
100 ^1/well of PBS containing 0.2% NP40 and fluorescence was measured by a 
microplate reader. 

The data is shown as percent of added cells that remained adherent. 

30 Control values "0" and "1000" represent the adhesion observed when no CD66a 
protein is adherent to the well, or vs4ien buffer is added without peptide, 
respectively. Control values "0.01 " represent the adhesion observed in the 
presence of a blocking CD66 antibody. 
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Assay for binding of peptides coupled to beads to CHO c ells eypressing 
tYw>inhinan t CD66a . CHO cells transfected with BGPa cDNA were grown and 
prepared as in Assay #2. To each tube containing 10 jil peptide-bound beads 
5 (approximately 300,000 beads) 20 ^l of cell suspension was added and mixed 
gently. The tubes were then incubated for 30 minutes at room temperature. 

After incubation, aliquots were taken from each tube and placed on a 
glass slide. For each sample, data was quantified by viewing five separate 
fields under a scope at 125x magnification and counting the mmiber of beads 
10 associated with single cells or groupings of cells in three size classes. 

Example 1 — Effect of peptides on neutrophil activation determined by adhesion 
to endotfielial cells 

15 The CD66a peptides were tested for ihcir ability to alter neutrophil 

adhesion to human umbiUcal vein endothelial cells (HUVECs) stimulated for 48 
hours with 1000 U/ml gamma-interferon and 50 ng/ml TNF-alpha (Fig. 1). 
When neutrophils were incubated for 30 min in the presence of media 
containing 167 p.g/ml of each peptide with these HUVECs, and washed as 

20 described in the EndotheUal Adhesion Assay, three peptides (CD66a peptides 
CD66a-l, CD66a-2, and CD66a-3) augmented neutrophil adhesion 
approximately two-fold compared with media (Fig. 1, solid bars). This effect 
was more prominent in the presence of 10'^ M FMLP (hatched bars). In 
contrast, the other peptides did not alter neutrophil adhesion when compared 

25 with incubation in media alone. Similar results were obtained using HUVECs 
stimulated for 4 hours with 50 ^g/ml TNF-alpha (not shown). 

The three peptides that specifically induced neutrophil adhesion were 
fiirther tested for their effects on the adhesion of neutrophils to TNF stimulated 
HUVECs. Each of the three CD66a peptides, CD66a-l, CD66a-2, and CD66a- 

30 3, increased neutrophil adhesion to HUVECs at concentrations as low as 50 
p,g/ml (approximately 35 pM) in the presence of FMLP (Fig. 2). To confirm 
that the activity of these peptides was due to the sequence and not simply a 
charge effect, three scrambled versions were made of each active peptide (Table 
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n) and tested in the adhesion assay. In contrast to the native peptides, none of 
the 9 scrambled peptides had activity in the adhesion assay (Fig. 3). 

Example 2 — EflFect of peptides on neutrophil activation determined by 
5 expression of surface CDl lb and CD62L 

Effect of CD66a peptides on CDl lb expression . The effects of the 
peptides on surface expression of CDl lb on neutrophils was next examined. 
While neutrophil adhesion to HUVECs is dependent on the functional activity 
of surface CDl 1/CD18, many adhesive stimuli also upregulate the surface 

10 expression of CDl 1/CDl 8, and this may play a role in regiilating cell adhesion 
as well (70-72). To determine if an alteration in the surface expression of 
CDl 1/CDl 8 could contribute to the eCFect of the CD66a peptides on neutrophil 
adhesion, CDl lb expression was analyzed by flow cytometry. Since CDl 1 and 
CD 18 are translocated to the cell surface only when they are complexed with 

15 each other, the use of a directly labeled CDl lb mAb was used to demonstrate 
upregulation of CDl 8 as well as CDl lb. When neutrophils were incubated 
with HBSS for 15 min at 37*'C and then reacted with a PE-labeled CDl lb mAb, 
CDl lb expression was readily detected by flow cytometry (MCF = 584) (Fig. 
4, top panel). As expected, when neutrophils were incubated with FMLP (10*^ 

20 M) for 15 min, CDl lb expression was increased (MCF = 709) (second panel). 
When neutrophils were incubated with 167 jig/ml of the CD66a peptide CD66a- 
1 (MCF = 704) (third panel), the CD66a peptide CD66a-2 (MCF = 713) (fourth 
panel), or the CD66a peptide CD66a-3 (MCF = 714) (fifth panel), CDl lb 
expression also increased, similar to that seen with incubation with 10'^ M 

25 FMLP. In contrast, incubation with the scrambled CD66a peptide CD66a-l-Sl 
resulted in similar CDl lb expression as incubation with HBSS (MCF = 581) 
(bottom panel), as did the other eight scrambled peptides (not shown). 

Effect of CD66a peptides on CD62L expression. The effects of the 
peptides on surface expression of CD62L on neutrophils was next examined. L- 

30 selectin, recognized by CD62L mAbs, also plays a role in neutrophil adhesion 
to endothelial cells, and its expression is altered by stimulation (70, 72). To 
determine if the surface expression of CD62L could be altered by CD66a 
peptides, CD62L expression was anal}^d by flow cytometry. When 
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neutrophils were incubated wdth HBSS for 5 min at ST'C, and then reacted witii 
a PE-labeled CD62L mAb, CD62L expression was readily detected by flow 
cytometry (MCF = 548) (Fig, 4, top panel). When neutrophils were incubated 
with 10*^ M FMLP, CD62L expression decreased as expected (MCF = 256) 
5 (second panel). Similarly, when neutrophils were incubated with the CD66a 
peptide CD66a-l, (MCF = 230) (third panel), the CD66a peptide CD66a-2 
(MCF = 243)(fourth panel), or the CD66a peptide CD66a-3 (MCF = 229) (fifth 
panel), CD62L expression also decreased. Incubation with the scrambled 
CD66a peptide CD66a-l-Sl did not alter CD62L expression (MCF = 546) 
10 (bottom panel). Similarly, none of the other eight scrambled peptides altered 
CD62L expression (not shown). 

As described above, three other peptides from the N-domains of CD66a, 
b, c, d, and e, but no other N-domain peptides, were also found to activate 
neutrophil adhesion to HUVECs (Figs. 5-7). 

15 

Example 3 - Modulation of binding of CHO cells expressing recombinant CD66 
family members to recombinant CD66 family member p rotei ns in solid phase 
binding assay #1 

Homotypic and heterotypic adhesion was assayed using two different 
20 techniques. In Assay #1 the adhesion of CHO cells expressing recombinant 
CD66a to recombinant CD66a-Fc bound to anti-Fc immobilized to a microtiter 
well was quantitated in the presence and absence of peptides. Four peptides 
were found to block CD66a-CD66a adhesion in this assay: CD66a-17; CD66a- 
18; CD66a-19; and CD66a-24 (Fig. 8). 
25 In Assay #2 the adhesion of CHO cells expressing the appropriate C£>66 

family member to the desired recombinant CD66 family member immobilized 
to a microtiter well was quantitated in the presence and absence of peptides 
(Figs. 9-12). 

30 Example 4 - Binding of microbeads coupled to peptide CD66a-24 to CHO 
transfisctants expressing CD66a 

One ^plication of these peptides is their use to target binding of larger 
structures to specific cells/tissues. The complexing of one or more of the 
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described peptides to a larger entity should result in binding of the complex to 
cells expressing the appropriate ligands (for example, CD66a in tumors or 
CD66a in growing endothelial cells involved in angiogenesis). 

CD66a-24 and CD66a-l peptides were coupled to microbeads and the 
5 microbeads were incubated with a suspension of CHO cells expressing CD66a 
at room temperature for 30 min. The binding of the microbeads to the CHO 
cells was quantified by counting the number of beads associated with single 
cells or grotQ>s of cells in three cell-group size classes and are reported as the 
number of microbeads bound to each size group of cells (Fig. 13A). Fig. 13B 
10 shows the number of beads associated with single cells, which are reported as 
the average nimiber of microbeads bound to each single cell. The lack of 
binding of CD66a-l coupled beads serves as a negative control for this 
experiment but does not imply that a different coupling technique would not 
result in binding. 

15 

Example 5 — Effects of peptides on T-cell activation 

Cytotoxic lymphocytes are felt to play a key role in the immune 

response to malignant transformation. T-cells play an important role in the 

immune system, and a number of cell-surface molecules have been found to 
20 regulate T-cell activation (88, 90, 91, 92). Hius, we tested the effects of CD66 

peptides on T-cell activation as determined by proliferation following 

stimulation by anti-CD3 . 

Blood lymphocytes were stimulated by anti-CD3 in vitro in the presence 

of die indicated peptides and proliferation was detennined by radioactive 
25 nucleotide incorporation. The data are reported as cpm +/- SD. Biological 

activity was detected in this assay for peptides: CD66a-24 

and CD66e-29 (Fig. 14). 



Discussion 

30 Peptides were synthesized from regions of CD66 family members that 

we predict may be exposed on the surface of the molecule. Three of the 
peptides were found to have activity in an assay examining stimulated 
neutrophil adhesion to HUVECs. These same three peptides also stimulated 
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upregulation of CDl lb/CD18 and down regulation of CD62L on the neutrophil 
surface. Scrambled versions of these peptides had no biological activity in 
either assay, suggesting that the specific amino acid sequence is critical for 
activity. Thus, the data suggest that peptide motifs from at least three regions of 
5 the N-terminal domain of CD66a are involved in the interaction of CD66a with 
other ligands and can initiate signal transduction in neutrophils. Three other 
peptides from CD66 family members also stimulated neutrophils. 

Several other studies have proposed structural motifs of CD66a family 
proteins (16, 21, 73). 

10 All neutrophil activating peptides identified in this study are derived 

from the N-tenninal domains of CD66a or CD66e. Studies of transfectants and 
recombinant proteins have suggested that the N-terminal domain is critical for 
the homotypic and heterotypic adhesion activity of CD66a .(12, 21, 23, 25, 
32).. Studies using domain specific mAbs have also suggested that the N- 

15 domains of CD66 family members are important in homotypic adhesion .(21 , 
24).. However, studies have also suggested that the Al, Bl, or A2 domains 
may also be important in homotypic adhesion, and may interact with the N- 
domain(12, 19, 20, 22, 23). 

Although carbohydrates on CD66 family members may play important 

20 roles, the protein backbone itself appears to have important activity in this and 
other studies. For example, bacterial fusion proteins free of carbohydrates 
containing the N or A3B3 domains of CD66e can block CD66e homotypic 
adhesion, demonstrating that protein-protein interaction is involved in CD66e 
homotypic adhesion (23). Deglycosylated forms of CD66b and CD66c retain 

25 heterotypic adhesion activity (31), ftirther demonstrating that carbohydrates are 
not necessary for their adhesion fimctions. In addition, both recombinant N- 
terminal domains of CD66a and CD66e expressed in Escherichia coli bind Opa 
proteins with the same specificities as native CD66 molecules, and 
deglycosylated forms of CD66e bind bacterial Opa proteins (50) . 

30 Site directed mutagenesis studies of the related proteins C-CAM-105 

and CEA (CD66e) have identified regions important for certain fimctional 
activities. For example, the integrity of Arg-98 in the consensus ATPase 
domain (GPAYSGRET) of C-CAM-105 is essential for homotypic aggregation 
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(58). This arginine is highly conserved in Ig domains, being important in 
forming a salt bridge with a highly conserved aspartate within the same domain 
(16). In our model the consensus ATPase domain is present in the sequence of 
peptide CD66a-5. However, peptide CD66a-5 had no activity in our assay. 

5 The finding that these short peptides can stimulate neutrophils, as can 

CD66a mAbs (26-28, 67, 74, 75) suggests that they have significant affinity for 
a surface structure, possibly native CD66a. If so, whether the activity derives 
fi-om binding native CD66a and transducing a signal directly, or by another 
mechanism will require fiirther study. The abiUty of the synthetic peptides 

10 described here to activate neutrophils could be mediated by alterations in 

CD66a dimerization, possibly by disrupting a preexisting association of CD66a 
with other CD66 members (including CD66a itself in the form of dimers or 
oligomers already present on the cell surface) or by stimulating dimerization. It 
has been suggested that CD66a (76) and CD66e (77) exist on the cell surfece as 

15 dimeis. Dimcrizationof CD66a could potentially occur via mteractions 
between the extracellular domains of CD66a molecules or via other 
mechanians. In other receptor systems (e.g. EGF-monomeric, PDGF-dimeric), 
it is clear that bivalency of ligand is not necessary to induce receptor 
dimerization (78-81). Fmally, the observed functional "stimulation" could 

20 reflect either "stimulation" per se or possibly release firom a baseline inhibition. 

The mechanisms by which CE>66 family members transmit signals (e.g. 
activation in neutrophils, immune siq)pression of T-lymphocytes, or growth 
regulating signals in epithelial cells and carcinomas) are unclear. CD66a is 
phosphoiylated in neutrophils and colon cancer cells (4, 59-61), and associated 

25 protein kinase and phosphatase activity may be involved (59, 62). At least eight 
isofoims of CD66a derived fix)m differential splicing have been described (3, 
12, 13, 25). These isoforms contain one N-domain, either three, two, or no Ig 
C2-like domains, and either a short or a long cytoplasmic tail. Only those 
isoforms with a long cytoplasmic tail can be phosphorylated on tyrosine, and 

30 only the isofoim with four Ig domains and a long cytoplasmic tail (the ony 
isofoim detected in neutrophils) have been implicated in signaling. The 
cytoplasmic domain of neutrophil CD66a contains an immune tyrosine 
inhibitory motif (ITIM), as well as a motif sunilar to ITAM (immune tyrosme 
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activating motif) (3, 59). Phosphorylation of ITAMs and ITIMs leads to 
binding of protein tyrosme kinases and protein tyrosine phosphatases, 
respectively, which leads to modification of signal transduction (62, 63). 
Calmodulin has also been found to bind to the cytoplasmic domain of CD66a, 
5 causing an inhibition of homotypic self-association of CD66a in a dot-blot assay 
(82). CD66a has also recently been shown to dimerize in solution, and calcium- 
activated calmodulin caused dissociation of CD66a dimers in vitro; suggesting 
that CD66a dimerization is regulated by calmodulin and intracellular calcium 
(76). It has been suggested that CD66a dimerization could also be influenced 

10 by phosphorylation; CD66a is phosphorylated on Thr-453 in the calmodulin 
binding site by protein kinase C (3). Clearly, dimerization of CD66a could 
affect binding of other signal regulating molecules. 

CD66 family members appear to be involved in a wide variety of 
important biological processes, and their differential expression provides the 

15 possibility for diverse interactions. For example, CD66a, CD66b, CD66c, and 
CD66d, but not CD66e, are expressed on neutrophils; CD66e is expressed on 
many tumor cells but not leukocytes; CD66b is expressed on neutrophils but not 
epithelial cells; CD66c is expressed on both neutrophils and epithelial cells 
(reviewed in (1) and (13)). While CD66a was originally described in biliary 

20 canaliculi, it has since been found in carcinomas as well as normal tissues, 
including: sebaceous glands (83, 84), neutrophils, placenta, stomach, breast, 
pancreas, thyroid, prostate, lung, kidney, uterus, and colon (reviewed in (1) and 
(25)). The surface expression of these molecules in other cells may also be 
regulated; for example, CD66a expression is induced on HUVECs following 

25 treatment with gamma-IFN (10). In addition, surface expression of CD66 
family members may be regulated by other stimuli and this may modify the 
signal transduction capabilities of cell surface CD66 molecules. Finally, studies 
have shown that certain bacteria bind to some CD66 family members on 
neutrophils (4S-S0, 85, 86) and this intemction may also result in signal 

30 transduction resulting in modification of neutrophil activity. The major receptor 
for murine hq)atitis virus is a murine CD66a equivalent (5 1) (52-55) and studies 
suggest that this virus uses different murine CD66 family members as the m^or 
receptor in different tissues (55). A recent consensus was reached that will 
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rename the CD66 antigens as follows: CD66a antigen, CEACAM-1 ; CD66b 
antigen, CEACAM-8; CD66c antigen, CEACAM-6; CD66d antigen, 
CEACAM-3, CD66e antigen, CEA (14). 

CD66 members appear to play an important role in inflammation. Each 

5 of the CD66 family members expressed on neutrophils, CD66a, CD66b, CD66c, 
and CD66d, are enable of transmitting activation signals in neutrophils, and 
neutrophil CD66a and CD66c appear to be able to present CDlSs (a ligand for 
ELAM-1 or E-selectin) to E-selectin on endothelial cells in a functional way 
(26). Recent studies have demonstrated the presence of CE>66a on T- 

10 lymphocytes and a subset of NK cells (CD16-, CD56+) that predominate in 
decidua (87), and CD66a is upregulated in activated T-cells (87). Finally, 
CD66e expression by tumor cells is correlated with resistance to NK/LAK cell 
mediated lysis (88, 89). Thus, these data suggest that soluble CD66 family 
members could contribute to the immunosuppression often found in patients 

15 with cancer. 

The biological activity of the peptides identified here suggests that they 
may have sufBcient affinity to make them potential candidates for dmg 
localization to cells expressing the appropriate surface structures. 
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Deer CD66e-CD66e Adhesion 
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Deer CD66e-CD66e Adhesion 
(Transfectant Binding Assay #2) 
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Sequence Free Text 
25 SEQ ID NOs:l-200 Synthetic Peptides 

The complete disclosxire of all patents, patent docimients, and 
publications cited herein are incorporated by reference. The foregoing detailed 
description and examples have been given for clarity of understanding only. No 
30 unnecessary limitations are to be imderstood therefrom. The invention is not 
limited to the exact details shown and described, for variations obvious to one 
skilled in the art will be included within the invention defined by the clainsis. 
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WHAT IS CLAIMED IS; 

1. An isolated peptide comprising an amino acid sequence represented by 
SEQIDNOs:M00, 119, 143, 157, 161, 178, 187, or analogs thereof 
that modulate the function of at least one CD66 family member and/or at 
least one ligand thereof. 

2. The peptide of claim 1 represented by SEQ ID NOs:l-100, 1 19, 143, 
157, 161, 178, or 187. 

3. The peptide of claim 2 represented by SEQ ID NOs:l, 2, 3, 4, 7-15, 17, 
22, 32, 33, 35, 37, 39, 41, 47, 53, or 54. 

4. The peptide of claim 1 which is capable of modulating at least one of the 
following: 

activation of neutrophils; 

activation or inhibition of T-cells, B-cells, NK cells, LAK cells, 
dendritic cells, or other immime system cells; 

proliferation and/or differentiation of T-cells, B-cells, NK cells, 
LAK cells, dendritic cells, or other immune system cells; 

proliferation and/or differentiation of epithelial cells; 

homotypic and/or heterotypic adhesion among CD66 family 
members; and 

adhesion of CD66 family members to other ligands. 

5. The peptide^ claim 1 which is complexed with a carrier molecule or 
structure to form a peptide conjugate. 

6. The peptide of claim 5 wherein the carrier molecule or structure is 
selected firom the group of microbeads, liposomes, biological carrier 
molecules, synthetic polymers, biomaterials, and cells. 
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The peptide of claim 6 wherein the peptide conjugate binds to cells 
expressing a CD66 protein or a CD66 ligand. 

The peptide of claim 5 wherein the peptide conjugate includes a label. 

The peptide of claim 1 which is attached to a label. 

The peptide of claim 9 wherein the label is selected from the group 
consisting of a fluorescent tag, a radioactive tag, a magnetic resonance 
tag, an enzymatic tag, and combinations thereof. 

A method of activating a neutrophil comprising contacting the 
neutrophil with at least one peptide or peptide conjugate comprising an 
amino acid sequence represented by SEQ ID NOs:l, 2, 3, 4, 17, 41, or 
analogs thereof. 

The method of claim 1 1 wherein the peptide is represented by SEQ ID 
NOs:l,2, 3, 4, 17, or 41. 

The method of claim 1 1 vdbich is carried out in vitro. 

The method of claim 1 1 which is carried out in vivo, 

A method of blocking the activation of a neutrophil induced by the 
method of claim 1 1, the method comprising contacting the neutrophil 
when in the presence of at least one of the peptides listed in claim 1 1 
with at least one peptide or peptide conjugate comprising an amino acid 
sequence represented by SEQ ID NOs:18-21, 28-31, 39, 40, 55-59, 68- 
71, 84, or analogs thereof. 

The method of claim 15 wherein the peptide is represented by SEQ ID 
NOs:18-21, 28-31, 39, 40, 55-59, 68-71, or 84. 
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17. The method of claim 1 5 which is carried out in vitro. 

1 8. The method of claim 1 5 which is carried out in vivo. 

5 19, A method of modulating the homotypic and/or heterotypic adhesion of 
CD66 family members or adhesion of a CD66 protein to a CD66 ligand; 
the method comprising contacting CD66 family members and/or their 
ligands with at least one peptide or peptide conjugate comprising an 
amino acid sequence represented by SEQ ID NOs:7-15, 17, 22, 32, 33, 

10 35, 37, 39, 47, 53, 54, or analogs thereof. 

20. The method of claim 19 wherein the peptide is represented by SEQ ID 
NOs:7.15, 17, 22, 32, 33, 35, 37, 39, 47, 53, or 54. 

15 21 . The method of claim 19 which is carried out in vitro. 

22. The method of claim 19 which is carried out in vivo. 

23. A method of altering the modulation of the homotypic and/or 

20 heterotypic adhesion of CD66 family members or adhesion between a 

CD66 protein and a CD66 ligand induced by the method of claim 1 9, the 
method comprising contacting CD66 family members and/or their 
ligands when in the presence of at least one of the peptides listed in 
claim 19 with at least one peptide or peptide conjugate comprising an 

25 amino acid sequence represented by SEQ ID NOs:2, 5, 6, 9, 11, 16, 19, 

23-28, 30, 32, 34-38, 40, 42, 43-47, 49-52, 55, 57, 60-67, 69, 72-100, or 
analogs thereof. 

24. The method of claim 23 wherein the peptide is represented by SEQ ID 
30 NOs:2, 5, 6, 9, 1 1, 16, 19, 23-28, 30, 32, 34-38, 40, 42, 43-47, 49-52, 55, 

57, 60-67, 69, or 72-100. 

25. The method of claim 23 which is carried out in vitro. 
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26. The method of claim 23 which is carried out in vivo. 

27. A method of modulating immune cell activation, proliferation, and/or 
differentiation; the method comprising contacting an immune cell with 
at least one peptide or peptide conjugate comprising an amino acid 
sequence represented by SEQ ID NOs:14, 53, or analogs thereof. 

28. The method of claim 27 wherein the peptide is represented by SEQ ID 
NOs:14or53. 

29. The method of claim 27 wherein the immune cell is selected from the 
group of a T-cell, a B-cell, a LAK cell, an NK cell, a dendritic cell, and 
combinations thereof. 

30. The method of claim 27 which is carried out in vitro. 

3 1 . The method of claim 27 which is carried out in vivo. 

32. A method of modulating at least one of the following functions of CD66 
family members and/or ligands thereof in cells: activation of 
neutrophils; activation or inhibition of T-cells, B-cells, NK cells, LAK 
cells, dendritic cells, or other immune system cells; proliferation and/or 
differentiation of T-cells, B-cells, LAK cells, NK cells, dendritic cells, 
or other immime system cells; proliferation and/or differentiation of 
epithelial cells; homotypic and/or heterotypic adhesion among CD66 
family members; and adhesion of CD66 family members to oib&T 
ligands; the method comprising contacting cells with at least one peptide 
or peptide conjugate comprising an amino acid sequence represented by 
SEQ IDNOs:l-100, 119, 143, 157, 161, 178, 187, or analogs thereof . 

33. A method of delivering a therapeutically active agent to a patient 
comprising administering at least one peptide conjugate comprising a 
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peptide and the therapeutically active agent to a patient wherein the 
peptide comprises an amino acid sequence represented by SEQ ID 
NOs:l-100, 119, 143, 157, 161, 178, 187, or analogs thereof. 

The method of claim 33 wherein the therapeutically active agent is 
selected from drugs, DNA sequences, RNA sequences, proteins, lipids, 
and combinations thereof. 

The method of claim 33 wherein the therapeutically active agent is an 
antibacterial agent, antiinflammatory agent, or antineoplastic agent. 

A method of modifying the metastasis of malignant cells comprising 
contacting the malignant cells or normal host tissue with at least one 
peptide or peptide conjugate comprising an amino acid sequence 
represented by SEQ IDNOsrMOO, 119, 143, 157, 161, 178, 187, or 
analogs thereof. 

A method of altering bacterial or viral binding to cells or a biomaterial, 
the method comprising contacting the cells or biomaterial with at least 
one peptide or peptide conjugate comprising an amino acid sequence 
represented by SEQ ID NOs: 1-100, 119, 143, 157, 161, 178, 187, or 
analogs thereof. 

A method of altering cell adhesion to a biomaterial, the method 
comprising contacting the biomaterial with at least one peptide or 
peptide conjugate comprising an amino acid sequence represented by 
SEQ ID NOs:l-100, 119, 143, 157, 161, 178, 187, or analogs thereof. 

A method of detecting tumors comprising contacting tumor cells or 
tumor vasculature with at least one peptide or peptide conjugate 
comprising an amino acid sequence represented by SEQ ID NOs: 1-100, 
119, 143, 157, 161, 178, 187, or analogs thereof. 
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40. A method of detecting inflamination comprising contacting inflamed 
vascidature or leukocytes with at least one peptide or peptide conjugate 
comprising an amino acid sequence represented by SEQ ID NOs: 1-100, 
119, 143, 157, 161, 178, 187, or analogs thereof. 

5 

41. A method of detecting a CD66 protein or a ligand thereof, the method 
comprising contacting tissue comprising a CD66 protein or a ligand 
thereof with at least one peptide or peptide conjugate comprising an 
amino acid sequence represented by SEQ ID NOs:l-100, 1 19, 143, 157, 

10 161, 1 78, 1 87, or analogs thereof. 

42. A method of altering angiogenesis comprising contacting endothelial 
cells, tumor cells, or immune cells with at least one peptide or peptide 
conjugate comprising an amino acid sequence represented by SEQ ID 

15 NOs:l-100, 1 19, 143, 157, 161, 178, 187, or analogs thereof. 



43. A method of altering an immune response, the method comprising 
contacting immune system cells with at least one peptide or peptide 
conjugate comprising an amino acid sequence represented by SEQ ID 
20 NOs:l-100, 1 19, 143, 157, 161, 178, 187, or analogs thereof. 



44. A method of altering keratinocyte proliferation comprising contacting 
keratinocytes with at least one peptide or peptide conjugate comprising 
an amino acid sequence represented by SEQ ID NOs: 1-100, 119, 143, 
25 157, 161, 178, 187, or analogs thereof. 



45. An isolated peptide comprising an amino acid sequence represented by 
SMPFN (SEQ ID NO:101), PQQLF (SEQ ID NO:102), LPQQL (SEQ 
ID NO:103), QQLFG (SEQ ID NO:104), NRQIV (SEQ ID NO:105), 
30 GNRQI (SEQ ID NO:106), IKSDLVNE (SEQ ID NO:107), AASNPP 

(SEQ ID NO:108), NTTYLWWVNG (SEQ ID NO:109), YLWWVNG 
(SEQ ID NO:l 10), SWLIN (SEQ ID NO: 1 1 1), SWFIN (SEQ ID 
N0:1 12), AQYSWLIN (SEQ ID NO:l 13), AQYSWFIN (SEQ ID 
NO:l 14), SWFVN (SEQ ID NO:l 15), AQYSWFVN (SEQ ID NO:l 16), 
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NRQII (SEQ ID NO:199), GNRQI (SEQ ID NO:200), or analogs 
thereof. 



5 
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MEETING & RAA5CH 



@002 



DiKrker No: 2S4. OOO J 0101 

DKCLARATTON AND POWER OF ATTORNEY 

We, Keuh M. Skubil7.aTid Amy P.N, Skubft?.^ deCians thai; Cl)ourr6Sx>ectiv&ciuzen»h{p$ andre^ideACC/niailing 
addresses arc indicalcd below; (2) we have nsviewed and unden>ti.nd ihc crunteJits of th& specilication idcnrifidd below, 
kicJuding tlic claims, as amended by ^iiy ameitdmenL .specificaUy refernsd Lq herein, (3) we bclieive that v^e: are tlie 
original, first, and jobl invenrois oF the subject matter in 

PEPTIDI^ CAPABIJS of MClDra^ATING THE FUNCTION OF CDSG (CKACAM) FAMILY MKMBERS 

Filing Date: HerewiUi Serial No.: Unassigncd 

de^icribed and claimed ihereiw and Far which a patent is sought; and (4) we hereby acknowledgi; our ckuy lo disclose ta 
ifui Qnited Suics Paieni and Trademark Office all inforn'kzition known lo us to be material to -die patcnb&h'iliiy as dufined 
Tin Title 37, Code of Federal RcgiUatious, §1 .56/ 

Wt hereby claim foreign priority benefits under TiUc 35. UnilCil Slates Code, § n9(a)-(d) or §365(b) al any 
foreign <ipplicaLion(s) for patent or invLntor's cerliricaie listed below, or §365(a) of any PCT inierJiatiDiui] appiicaiian 
whicb de3ignates jii; least one ctmniry other th^n the United States of America Hsied below, and have also identified 
below any foreign application fur patent or inventor's ccrtificpre, or any T'CT iiiternaLion^J appliesii'ion havinii; a filing 
date before ihar of the applicauon on Lhc basis of which priority is claimed: 

a. 2L. '^u^^ applications have been filed < 

b. _ such applicsitions have bfifid iilcd as follows: 



1 FOKEIGN APPLICATION(S), IF ANY, CLAIMING PKIORITY UNDER 
1 35 use S 1 l9fa^-rdV S36Sffl>, and/or ^365(h\ 


COUNTRY 


APPLICATION 
NUMBER 


DATE OF FILING 
(day, mouth, year) 


DATE OF fSS€E 
(dav, month, year) 



















1 AfX F0R]£I€;N APPUCATIONS- IF ANY. FILED BEFORE THE PRIORITY ApPLICATlON(S) 


COUNTRY 


, APPLICATION 
NUMBER 


DATE OF FILING 
(day, month, year) 


DATE OF ISSUE 
(day. months year) 
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DeclaroTion and P&wer ofAnamty Page 2 0/4 

Serial No. Unassign^d 
Filing Dare: Hawilk 

Title: PEPTIDEg CAPABIB OF MOPlfJLATTNG THE RyNCTtQN OF CD66 (CEACAM) FAMILY MEMBRKS 



Wc hereby claim the htsnefji nttdex Tide 35, United Siaces Code §1 19(e) or zny Uniied States piovisionul 
applicationCs) listei^ below. 



ii. _ no such applicraiions have been filed. 

b. such applicftdons have beon filed as follows: 



PROVISIONAL APVLfCATION(S). IF AN UIWER 3S USC |ai9(e) 


APPLICATION NUMBER 


DATE OF FILING 
(4]ay,inDnth,ye»r) 


60/150 J9 1 


26 August 1999 (26.08.99) 


1 ^ _ ftn/iq-y^ni 





Wft liereby claim the benefit ucider Tide 35, United Siaies Code, §120 of any United Slates appJications nr 
S36S(c> or any PCT inieiriariionftl ^plicanon(s) designating the UmTed Siauss of America, Iwted below. 



E». _ no such 3ppiJCauons have been filed. 

b 2L_ sucb applicaTiofls have been filed as foNows; 



APPLICATION NUMBER 


I>ATE OF FILING 
(day, month, year) 


STATUS 
(patented^ pending-, abajidoned) 


PCT/USO0/234&2 


26 August 2000 (26.08.00) 


pending 









Insofar as the imbject mattcn- of each of the claiios of this application is not disclosed in the prior United Srates 
or PCT inieroational application in dw manner provided by die first paragrapli of Title 35, Ujiii^d States Code, § 1 1 2, 
we acknowledge the duty lo disclose ouuerial mfotmariOD as defined in Tide 37, Code of Federal Regulations, §1.56 
which occurred between the filittg dale of rbe prior application and ihe national or PCT intexnaiional fding date of this 
application. 



Wc hereby appoint Ann Mueting (Reg. No. 33.977), Kevin W. Raasch (Reg. No. 35,65 1 ), Maik J. Gebhardt 
(Ru^, No, 35,5 1 8), Victoria A. Sandberg (Reg. No, 4 1 ,2S7), David L. Provence (Reg. No. 43,022), Matdiew W. Adams 
(Reg- No. 43,459), Loren Albin (Reg. No. 37,763), Kathlcun L. Franklin (Reg, No. 47,574), and Jostrph C, Huebsch 
(Reg. No. 42,673) our aunmeys wiih Full powers (including die powers of appointment, substitution, and rcvr^cation) 
to prosecute this application and any division, continuation, continuation-in-part, reexamination or rei.wue thcr^::o^, and 
to inmsact all business m tlie Patent and Trademark Office connected Uicruwidi. 



Please direct all conieKpondeace in Lhi<; ca$e to: 
Attention: Ann M. Mueiin^ 
Mueling, Raa$ch & Gcbhardt, F^. 
P.O. Box 58 141 5 
Minneapolis, MN 55458-1415 
Telephone No. (612) 305-1217 
Castomfer Nnmber 26S13 
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Declaration and Power fifAnomey ^*age 3 of 4 

Serial No, Unassigm<i 
Filing Dute: Herewith 

riTi0; j>EPTtPE& Capable of mqdulattno the Fuwcf kjn of cDf>6 (ceacam) family membbks 

llic undei-signed decltirc further ihac all sialcnients made herein ofiheir own knowledge tue cnie and that nil 
siateTQQiiis made on Ixifornonon and belief aie believed to be xmt; and fvrdier Lhat these sUitemenlS were made with rJie 
knowli^dge tiiai willfial falsp Kiatemenis and ihe like so made are punishable by fine nr impiii»onment, or bcith, UJider 
Section 1 00 J of TiUe 1 8 of the United States Code and ihai such willful falst; KtatemenLs may jeopardise the validity cf 
ihe gpplicalipn or any patent issuing thereon. 

Wheieforc, we pray Uiat Letters Patent be panted to us for ihe iftvv;nnoTi described and ciaimed in the 
.specification identifjed iibove and wu hereby subscribe our names to the foregoing specificanort and claims. Declaration, 
and Fowar of AUorney OJJ the dace indicated below. 



Name Keidi M. Skubiiz Dale 
Olizenship: USA 

Residence: 6704 Cahdll Road, Edina, Minnesota 55439-1309 
Mailing AddrciJ.s: 
(If different than Residence) 

Name" Amy P.?<J._ SkjibiEz^ 

Citizenship: USA r.( 
Residence; 6704 Cv^hill Road, l £dina, M innesota 55439-1309 m 
Mailing Address: 
(if ditferent than Residence) 



-2 
02/2 
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Doclaratitinaiui Power of Attorney „ . 

Uafe; Herewith 

Titk: PEPTIDES CAPABLE OF MODULATING THE FUNCTIQN OF CD65 (CRACAM) FAMILY MEMBERS 

§ U6 Duty 10 disclose infbrDiation maierial to patentability, 

. ^ - ^ ^'^^^^ '^"^ ^^J^ ^^Lure is affected wiUi a public interest. The public JnLcresi is bCNl sserved, and 

ihL Tuosx fifrcetive paienc examination occurs when, ai the time an applkaiion i.s being cxamijied, ihc Office ts awqre of 
and evaluates the teachings t»f all bromiarion material lo patemabilily, Hach individual asscidated with ihe fling and 
prosecuiion of a paLeni application has a duiy of candor and good fajft in dcalinfi with the Office, which includes a duty 
ro aiscloso to ibc Office all !nfQrinad(?Ti known to ihgiijidividual to be maierjal topaciinT.^biJity ils defined in This section 

me duty 10 disclcse information exists wirh respect tci each pending cJaiiu until tlie claim is caaceHcd or wiihdrawn from 
consideration, or the upphcation hecomc^i ahnndoned. Inforjiiation material to the patentability of a claiin ihat is 
cancelled or withdrawn from consjdL:raTion need not be submitted If the informaiion is not niaiurial to the patentability 
of any claim reinainmfi under consideration In the application. There is no duty to submit informarion whii:h is not 
raaierial to the patentability of any existing claim. The diity to disclose all fnformaiion known lo be material lo 
p;iteniabilily is deemed to be satLslied if all inlbmiation known TO be marerinl to patBnrabiliiy of any claim i.'^sued in a 
patent was ciL^d by the Oflice or submnied to the Office in the manner prescribed by l,97(b>-(d) and However, 
Jio patent wiil be grgnled on an application in connection with which fraud on the Office was praciiced or aitoinpttd or 
the duty of disclosure was violated through had faiUi or intentional misconduct. The Office encourages applicants to 
carettilly examine: 

(1) Prior an citad in fiearch rcpons of a foniign patent olfice in a counterpart iippJicaiion, and 

(2) The closest infonnadon over which individuals associausd with ihe filing or prosccudon of a pateni 
application believe any pending claim patencably defines, to make sure thai any marerial inibnnarion 
contained therein disclosed to (he Office. 

(b) ^ Under this aecnon* InfOTmation is material to patentability when it is not cumulative to infonnation 
already oJ record or being made ofTcconj in the application, and 

(1) Tc esTablishcs, by itself or in combinatian with other infbnnaiion, apriiua fiiidc case of Unpaitintabliily 
of aclgini; or 

(2J Tt refutes, nr is inconsistent wiili, a position the applicant itikofl in: 

(i) Opposing an argument of unpuEentability relied on by die Office, or 

(ii) Asserting an argument of parentability. 

A prima facie case of unpatentability Is established when the infonliation compels a conclusion thai a c laim is 
unpateniabit under the preponderance of evidence, burden-of-proot^iandard, giving each term in the claiifn iks broadest 
reasonable constnictfon consistent widi die specification, and before any consideration is given to evidence whxh may 
be subinitu^d m an attempt to establish a contrary conclusion of pateniabili^. 

(c) Individuals associated widi the filing or prosecution of a patent application within the meanini* of this 
section iire: 



(1) Each inventor named in the applicati<jn; 

(2) Each attorney or agent who prepares or prt)secuies the aTTplicadon; and 

(3) Every other person who is substantively involved in the preparation or prosccudon of the application 
and who is associated with the invcninr, with the assijgnee or with anyone to whom ilicii: is an 
obligaLian to assign the application. 

(d) Individuals other ihan the Eitlomcy. ggeUI or inventor may comply wilh this secdon by disclosing 
information to Ihe attorney., ageni^ or inventor. 

(e) Tn any continnation-in-pan application, the duty under this seclion includes the duty to disckwe to die 

Office all information known to the person to bi^tnaterial to patentability, l=is defined in paragraph (b) of this st-ciinn, which 
became available between die fding date of the prior application and the national or PCT International filing date of thti 
continuation-in-part application. 
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Pocket No: 284,00010101 



DECLAKATtON Afm POWKH OF ATTOkNKY 



We, KuiihM, Skubitzan;! Amy P.N. Sia)biiz, declare thiM; CDourrcypecrivecitizeciJihipsaad resitiencti/miiilitig 
jiKJdnJsscK are indicated below; (2) we have reviewed and uin]cr»tapd r.h« <?om©nts of the spdciflCAliOn identified beJow, 
including the claims, m^ndCil by ftny dmendmCTit f^peciftcaUy rciciTcd to herein, (3) wc heliev« ^ ihe 

OTigina], first, and joint f nvenrors of the .subject matter in 

PKVUDES CAPAHI.F- OF MODULATINC; THE FUNCTION OP CD66 (CEACAM) FAMILY MmiBKKS 

Filing Date: Herewith Serial N6.: UTia^si^iied 

described :«td claimed therein and for which a patent is soufilit: aiid (4) we her&by acknowledge our duty to discJosc Lo 
the United !vtatcs Patent and Tr-idftmar^; Office e!l inforniaiUwi knowh to us to be ma*enal to the patcntaWUty as defuied 
in TitJe 37, Code or Federal Regulaiiona, § I -56-* 

Wc hcsreby cJaim foj»igii priority bfcnefits under TiUe ^5. United Stales Code, §119(a)-(d) §365Cb> of :uiy 
foreign applicaiicn(s) itir patent or inventor's cftrtificnte listed below, or §3(55{sO of any ?CT imeTnational application 
which designates at least one countiy ofhei' tiian Uie United States^ of Ameiica listed below, and huvu uiso identif ied 
below any foreign afTplicatioc fox patent or inveiuot's cortUictUCr or any PCT kiiematSonal application having a filing 
date befoi^e that of the applicaHon on die batist of which priority Is ckiniisdi 

a. *itich npplieations have been filed. 

b. such upplications hnve been filed as follows: 



FOREIGN APPUCATION(S>, ir ANY, CLAIMINC FKlORlTY UNDER 
3S use Slt^CaXd). S3^(a), amd/or §^5(b) 


COUNTRY 


APPXJCCAllON 
NUMBER 


DATE OF FILING 
idofi months yeinr) 


DATE OF iSvSUE 
(flMy^ inontht year) 




















ALL FOREIGN APPLtCAHONS, IF ANY, FILKP BEFORE THE PklOKJTY APPLICATrON($) 


COUNTRY 


APPLICATION 
NUMBER 


DATEOFFitlNO 
(day, months year) 


DATE OF ISStJE 
(day, montbt year) 



















Tide 37. Code of Federal KqeszIaTioDS, £1^ is rdpnxluctul an the nttached {tag*. 
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Declaration and Fowr of Attorney Fa^e 2 of 4 
Serial No. Unastiigncd 
filins D^c: Herewith 

TitU.' PEFIiU^S CAPABLE OF THE f UNCTION OF CD<S6 (CBACAM) FAMILY MgMBERS 



Wti hereby claim ihc bcnfifit wnder Tille 35. Unitecj States Code §1 19(e) of ony Utoiod States provislonftJ 

applicAtion(S) liSlCd below. 

a- _ no such applications have been filc^d. 

b- s«ch appfiCiilionR have beea filed ^ follows: 



PROVISIONAL APFLICATION(S). IF ANY, UNDER 35 USC §1 15^(e) | 


APPLICATION NUMBER 


DATE OF FILING 




26 Aoeust i 999 (26.0S.99) 







Wc hereby ciaioi ihc bisnefii under Tirlc 35, United States C(xle» §120 oX any Utiited Srateg appiiCAliOTfij or 
§365(c) of any FCT interii^dtioiial application<s) desSgftatiiig ihe United States of AawWca, listed htiJow. 



a, _ no such appiieatioiui have be*n filed. 

b. X, such spplicauoAs have been tiled as follows: 



I"- 

j APPLICATION NUMBER 


DATE OF FILING 
(day, rnomtti, year) 


STATUS 
(patented, pcndittS^ abftiifioucd) 


PCT/USOD/23482 


26 AuguKl 2000 (26.0S.00) 











l>>sofar as the subjcict fT>attegr of each of the eluims ot this applicanon i> not discIoKcd in the pjigr United ^tAiC;;? 
Of PCX antematfonal appUcaiion ia Lhe matiner provided by ibe fiisl pansgrapli of Title 35, Uniltid States Codft, § \ :.2» 
we acknowledge IhB duty to disclose itlMCrial inibnnation as defiaed in TiQe 37, Code of Fedei^ Re^uULionii, § 1 .56 
which occurred between Uie filing dai» of die prior dppJicaiion aiul the natianal or PCT inicmtttiottal -filiiig date of il^is 
Uppliualion. 



We hereby appoint Ann Vl. Mueting (K«£. No. Kcvi n W. Rnasch (Reg. No,15.651), Mark J, Gebhaixlt 

(Reg. No, 35^518), Victon'a A. Saadberg (Reg. No. 41,2g2)t David L. Provence (Re^t. No-^tJi522). Matihew W. Adajns 
(R«fi. No. 3^455), Lorcn Albin (Reg, No. KaLhlccn L. Franklin (Reg. No. 47,574) , and Josepih C- HiiebSCJl 

(Reg. No. 4^,673) our ationieys with full powers (incltidiiig the powers «f appointment, substitution, ©nd Tevix:atit n) 
10 prosecute this application and any diviftion^ ccntinuation, coatiiiOAliOn-in-parL, rcexaminflTion or reissue thereof* and 
to transact sdl business in ibfs Patent and Trademark ODiao tioanected therewith. 

Pltittfi© direct ftU correspondence in this case to: 
Atiemlon: Ann M. Mucting 

Mueting, Raasch A Gebhafdi, PJV. 
P.O. Box 581415 
Minneapolis, MN 53458-1415 
Telephone No. (612) 305^1217 
Cufitom«r Nnmber 2<^13 
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Declaration (tnd Ppw^r of Aaomey e ? 

Serial No. Urtassigned Page 3 of 4 

Filing Date: HerewUk 

TttUi PEPn&ES CAPABUB OF M ODl3LAnNG THS FWCTION OF CIJ<5e CCBACAM) FAMILY MEMBERS 

The onaereigned declare furthsr that itll sltttcments mtide herein o/ Ihcir own knowledge are Jrm: and that all 
stntemenK nuute on information and bclirfans believed to be tiMc; and furthei- that these slatcjwrnts were made with (ht- 
,^i^>? ""^.^ ,a f u '1'''™''''*' ^ ^ punishable by fine c,r inq^soiiiaent. or both, under 

Section 10()I Tiile 18 of the Umted States Code and \i\fA »o«h winful ftlse staienients may jeopardize tbe validiiv of 
the application or any patent issuing thereon. ^ 

Wherefore, we pray ih;a Leucrs Patera be granted to us for the invenuon dcKcrihert and claimed in ihc 
spwificauon idcnbfied above and we h*!rei,y wbjcr.a-* our neuucs to the for«soin£specificatio^ andclaims. Declaration, 
laul Power of Attorney on the date ifldicaUid bdow. " - f .^xw-wmwiwu, 



C;ti;5:cwshjpT USA " j 

Residence: 670*1 Cahili Road, Edina, Majtltssota 5543^1309 / V 
Mailing Address: ~ 
(If diffeitini ih^ Residence) 



NfUne Amy P.N. SkubltZ 
Citi;3^e:DShip; USA 

Residence: 6704 CahilJ Road, Edina, Minnesota 55439-1309 

Maiiing Addrosi-: 

(Tf different ihan Residence) 



U of MN MED ONCOLOGY Fax:612-626-1441 
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DecltLTaxion and PoM?er of Atumvcy Pq^q 4 cf4 

Serial No, Unasxigned 
Fiiinz Date: Hercmih 

Talei PmiUES capable OF MQI^ULATINO the FUNCnON OF CD66 {CEACAM? fA-MILV MEMBERS 
S 1-56 "Duty to disclose inrcirmadon materiai lo paLcntabiliLy. 

(a) A patent by its veiy nature is adTiiCted wilh a public intereiit. The ppblic ialcrCJiL is hciST. served, and 
Ihc mwn 6fffic(ive patent cxarninadon occurs wfacn» at the time nppiicaiior is bcnng cxairjinetl, JhC OtfUce^ is aware of 
tksnd tvaluatcs the teachings of all inrormatiQ^ material 10 patentability. Each individual a^<>ociaiAd with the filing and 
prosccutioiiofa patent application has a duty t)f candor and good faiih in d&alin^jwhh xht Office, which includes a doty 
to disclose to tlie Office all information known to that individual to be material to patentability as defined in ibis secric n. 
The duty to disclose lAformMioTi exiiiits with respect 10 each pending claim Urtlil the cluim is cancelled Oi witlidrnwn frc rn 
consideration^ ot th» applicadoti bccomeft abandoned. Information niatcnal to the palcntabiHty of a claiiii that is 
cancelled or Withdrawn from consideration need not be subraJned if Ihfi inftmnation i& not mnifrrial to the patemabUity 
of any claim reniaining under consideration in the application. There is no duly to submit infonnation which is not 
material to Lht patentability of any existing claini. The duly to disclose all information known to be material to 
patentabHity is deemed tu b« satisfied if all infomittUon known to be juaierial to pateniabilfc>' of any claim issued in a 
pftlOTit was cited by the OfKcfi or submitted to The OfHce in the manner prescribed by §§ l.<>7(hKd) and 1 .98. Howev«;r. 
no patent will be jsrtinlfsd on un application in connection with which fraud on the Office was pracdced or atiempted or 
ihe duty of disclosure was violated through bad faiih or intentional misconduct. The Office encourages appHcanU* 10 
Carufully examine; 

(1) Prior art cited tn search ref>orLS of foreifin patent office in counti^iport j^pplication, and 

(2) The closest information over which individuals associated with the liling or protsecuiiojj of a paujni 
application believe any pending Claim patentably defines, to nudce sute that any maleriid infonii^iTion 
coniained therein 1$ <Jiifclosi;d u? the Office. 

(b) Under this section, intbnradon is material 10 patentability when it is not euniulalivc to information 
already of record or bcinjs Tnade of record in the ai^licadon, and 

(1) It establishes, by itself or in combination with otiicr infonnation, aprima fade case of unpatenLibihty 
of a cJaim^ t>r 

(2) ft refutes, or is inconsij>!ent M^.ith, a position tllC applicant lakes in: 

{i} Opposing an argument of unpatentability rdicd On by Ihu Office, or 
<il) Asser ling an argtnneat of patentability. 

A prima facie case of unpatentability iv% established when !he infonnadon compete a concluslotk that a claim is 
unpaieiitable under Ihc preponderance of evidence, burxleTi-of-proof staiidatd^ giving each icrm in the claim its broadest 
reasonable construction consisijcnL with the specification, and before any consideration is given to evitknce which Hiay 
be submitted in an at:|tfinpt to establish a contrary conclusion of patentability. 



<c) Individuals associsiicd with the filina or prosecoiion of a patent application within die meaninj^ of this 

seciion are: 

( I ) F.flch inventor named in ihe application; 
' (2> Each attorney or agent who pTepjArcs or prosecutes llie applictiilion; and 

(3) Every other person who is subsiantively involved in the preparation or prosecution of the application 
and who is associated with the inventor, with the assises or with anyone to whom there is an 
obligation to assign the 'application. 

(d) Individuals other than Ihe attoniey, arfem. or iuvenior may comply with thijt section by disclosing 

information to the attomey^ a^nt, or inventor. 

<e) In any oondnuadon-in-p<ut application, the duty und^r ihisi secdort i ndudei^ the d«iy TO disclose to the 



Office all mformalion Icnown to the person to be material to patentability, as defineti inparag/aph {b} of this section, which 
became available between the filing date of the prior application and Uic national or 1>CT intemationai filing dale of the 
continuation-in-part application. 
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Attorney Docket No. 25210-01 1 NATL 



IN THE UNITED STATES PATENT AND TRADEMARK OFFICE 



appucants 
Serial Number 
FILING Date 
For 



SkubitzetaL 

10/069,605 EXAKONER : Not yet assigned 

February 26, 2002 ART UNIT : Not yet assigned 

PEPTIDES CAPABLE OF MODULATING THE FUNCTION OF CD66 
(CEACAM) FAMILY MEMBERS 



Assistant Commissioner for Patents 
Washington, D.C, 20231 



REVOCATION BY APPLICANTS AND NEW POWER OF ATTORNEY 



Kjftith M. Skubitz and Amy P.N, Skubit?:, Applicants of record for the above- 
idcntificd United States patent application Serial No. 10/069,605, filed February 26, 2002, 
hereby revoke any and all foimer powers of attorney and appoint: 



Attorney or Agent 


Registration No. 


Attorney or Agent 


Registration No 


Kevin Amsworth 




Shane Hunter 


41^858 


Ihgrid Beattie 


4230d^ 


David E. Johnson 


41,874 


William Belanger 




Christina Karoalds 


45J99 " 


Charles E, Bell 




Kristin E. Konzak 


.,44.848:_ 


Naomi Biswas 




Cynthia Kozakiewicz 


42r5^ 


Bradford C. Blaise 


47^429^ 


Barry J. Marenberg 


-40^5.. 


Sean M. Coughlin 




Scott D. Miller 


-43,803 


David F- Crosby 


36,400^^ 


A. Jason Mirabito 


28^161 


Christopher J, Cimeo 




Michel Morency 


.50,183 


Brett N. Domy 


15*860 


Carol H. Peters 


45^010 


Marianne Downing 


42^870*^'' 


Matthew Pavao 


50,572 


Ivor R. Elrifi 




Michael Renaud 


44^299 


Heidi A. Erlacher 




Robert J. Sayre 


42,124 


Eugene Feher 




C Eric Schulman 


43,350 _ 


John M- Garvey 




Gregory J. Sieczkiewicz 


48023 


James G, Gatto 




Thomas M. Sullivan 


3SU92 


Richard Gcrvase 




Janine Susan 


46,119' 


Matthew J. Golden 


i5,r6i 


Nicholas P. Triano HI 


36,397 


Sonia K, Gutcrman 


"44,729 


Eric Sinn 


4Q.r7T 


Paul Hayes 




Howard Susser 


33,556 


Brian P. Hopkins 
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U of MN MED ONCOLOGY Fax:612-626-1441 



Application No, 
Applicants: 



10/069,<i05 

Keith M.$kubltz«^ai: 



all of MiNTZ, Levin, COHN, Ferjris, Glovsky and Popeo PC, One Fmancial Center, Boston, 
Massachusetts 02 U 1, as Applicants* attorneys with full power of substitution and revocation 
to take any and all action necessary with regard to the above-identified patent application. 



One Financial Center 
Boston, MA 02111 

We, the undersigned, hereby declare that all statements made herein of our own 
knowledge are true and that all statements made on information and belief are believed to be 
true; and further that these statements were made with the knowledge that willful false 
statements and the like so made are punishable by fine or imprisonment, or both, under 1 8 
U.S.C § 1001 and that such willful false statements may jeopardize the validity of the patent. 

Please charge any fee or any fee dei5ciency occasioned by this document to Deposit 
Account No. 50-03 1 1. Attorney Reference No. 25210-01 1 NATL. 



SBND CORRESPONDENCE TO: 
Matthew J. Golden, Esq. 
Mints Levin 



DIRECT TELEPHONE CALLS TO: 
Matthew J. Golden, Esq. 
(212)692-6818 



Respectfiilly submitted. 





Keith M. Skubitz 
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